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[57] ABSTRACT 


A process for amplifying any target nucleic acid se- 
quence contained in a nucleic acid or mixture thereof 
comprises treating separate complementary strands of 
the nucleic acid with a molar excess of two oligonucleo- 
tide primers and extending the primers with a thermo- 
stable enzyme to form complementary primer extension 
products which act as templates for synthesizing the 
desired nucleic acid sequence. The amplified sequence 
can be readily detected. The steps of the reaction can be 
repeated as often as desired and involve temperature 
cycling to effect hybridization, promotion of activity of 
the enzyme, and denaturation of the hybrids formed. 


Chem. 


50 Claims, No Drawings 


4,965,188 


1 


PROCESS FOR AMPLIFYING, DETECTING, 
AND/OR CLONING NUCLEIC ACID SEQUENCES 
USING A THERMOSTABLE ENZYME 


CROSS-REFERENCE TO RELATED 
APPLICATIONS 


This application is a continuation-in-part (CIP) of 
now abandoned U.S. patent application Ser. No. 
899,513, filed Aug. 22, 1986, which is a CIP of now 
abandoned U.S. patent application No. 839,331, filed 
Mar. 13, 1986, and of U.S. patent application Ser. No. 
824.44, filed Jan. 30, 1986, which is a division of U.S. 
application patent Ser. No. 791,308, filed Oct. 25, 1985, 
now U.S. Pat. No. 4,683,202, which is a CIP of now 
abandoned U.S. patent application Ser. No. 716,975, 
filed Mar. 28, 1985. 


FIELD OF THE INVENTION 


The present invention relates to a process for ampli- 
fying existing nucleic acid sequences if they are present 
in a test sample and detecting them if present by using a 
probe. More specifically, it relates to a process for pro- 
ducing any particular nucleic acid sequence from a 
given sequence of DNA or RNA in amounts which are 
large compared to the amount initially present so as to 
facilitate detection of the sequences, using a thermosta- 
ble enzyme to catalyze the reaction. The DNA or RNA 
may be single- or double-stranded, and may be a rela- 
tively pure species or a component of a mixture of nu- 
cleic acids. The process of the invention utilizes a repet- 
itive reaction to accomplish the amplification of the 
desired nucleic acid sequence. 


DESCRIPTION OF RELATED DISCLOSURES 


For diagnostic applications in particular, the target 
nucleic acid sequence may be only a small portion of the 
DNA or RNA in question, so that it may be difficult to 
detect its presence using nonisotopically labeled or 
end-labeled oligonucleotide probes. Much effort is 
being expended in increasing the sensitivity of the probe 
detection systems, but little research has been con- 
ducted on amplifying the target sequence so that it is 
present in quantities sufficient to be readily detectable 
using currently available methods. 

Several methods have been described in the literature 
for the synthesis of nucleic acids de novo or from an 
existing sequence. These methods are capable of pro- 
ducing large amounts of a given nucleic acid of com- 
pletely specified sequence. 

One known method for synthesizing nucleic acids de 
novo involves the organic synthesis of a nucleic acid 
from nucleoside derivatives. This synthesis may be per- 
formed in solution or on a solid support. One type of 
organic synthesis is the phosphotriester method, which 
has been utilized to prepare gene fragments or short 
genes. In the phosphotriester method, oligonucleotides 
are prepared which can then be joined together to form 
longer nucleic acids. For a description of this method, 
see Narang, S.A., et al., Meth. Enzymol. 68, 90 (1979) 
and U.S. Pat. No. 4,356,270. The patent describes the 
synthesis and cloning of the somatostatin gene. 

A second type of organic synthesis is the phosphodi- 
ester method, which has been utilized to prepare a 
tRNA gene. See Brown, E. L., et al., Meth. Enzymol., 
68, 109 (1979) for a description of this method. As in the 
phosphotriester method, the phosphodiester method 
involves synthesis of oligonucleotides which are subse- 
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2 
quently joined together to form the desired nucleic 
acid. 

Although the above processes for de novo synthesis 
may be utilized to synthesize long strands of nucleic 
acid, they are not very practical to use for the synthesis 
of large amounts of a nucleic acid. Both processes are 
laborious and time-consuming, require expensive equip- 
ment and reagents, and have a low overall efficiency. 
The low overall efficiency may be caused by the ineffi- 
ciencies of the synthesis of the oligonucleotides and of 
the joining reactions. In the synthesis of a long nucleic 
acid, or even in the synthesis of a large amount of a 
shorter nucleic acid, many oligonucleotides would need 
to be synthesized and many joining reactions would be 
required. Consequently, these methods would not be 
practical for synthesizing large amounts of any desired 
nucleic acid. 

Methods also exist for producing nucleic acids in 
large amounts from small amounts of the initial existing 
nucleic acid. These methods involve the cloning of a 
nucleic acid in the appropriate host system, where the 
desired nucleic acid is inserted into an appropriate vec- 
tor which is used to transform the host. When the host 
is cultured the vector is replicated, and hence more 
copies of the desired nucleic acid are produced. For a 
brief description of subcloning nucleic acid fragments, 
see Maniatis, T., et al., Molecular Cloning: A Laboratory 
Manual, Cold Spring Harbor Laboratory, pp. 390401 
(1982). See also the techniques described in U.S. Pat. 
Nos. 4,416,988 and 4,403,036. 

A third method for synthesizing nucleic acids, de- 
scribed in U.S. Pat. No. 4,293,652, is a hybrid of the 
above-described organic synthesis and molecular clon- 
ing methods. In this process, the appropriate number of 
oligonucleotides to make up the desired nucleic acid 
sequence is organically synthesized and inserted sequen- 
tially into a vector which is amplified by growth prior 
to each succeeding insertion. 

The present invention bears some similarity to the 
molecular cloning method; however, it does not involve 
the propagation of any organism and thereby avoids the 
possible hazards or inconvenience which this entails. 
The present invention also does not require synthesis of 
nucleic acid sequences unrelated to the desired se- 
quence, and thereby the present invention obviates the 
need for extensive purification of the product from a 
complicated biological mixture. 

European Pat. Publication No. 200,362 published 
Dec. 10, 1986 discloses a procedure whereby existing 
nucleic acids may be produced in larger quantities so as 
to prepare other nucleic acids or to diagnose for the 
presence of nucleic acids. The amplification and detec- 
tion process is also described by Saiki et al., Science, 
230:1350-1354 (1985), and by Saiki et al., Biotechnology, 
3:1008-1012 (1985). Copending U.S. patent application 
Ser. No. 899,061 filed Aug. 22, 1986, supra, discloses 
carrying out an amplification of nucleic acids in the 
presence of a thermostable enzyme in a heat-conducting 
block whose temperature is controlled by computer 
means. Copending U.S. patent application Ser. No. 
899,344 filed Aug. 22, 1986, supra, discloses an amplifi- 
cation procedure followed by dot blot analysis using a 
heatstable enzyme. Now abandoned U.S. application 
patent Ser. No. 899,241 filed Aug. 22, 1986, supra, dis- 
closes purification of a thermostable enzyme, preferably 
a polymerase from Thermus aquaticus. 
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SUMMARY OF THE INVENTION 


The present invention resides in a process for ampli- 
fying one or more specific nucleic acid sequences pres- 
ent in a nucleic acid or mixture thereof using primers 
and a thermostable enzyme. The extension product of 
one primer when hybridized to the other becomes a 
template for the production of the desired specific nu- 
cleic acid sequence, and vice versa, and the process is 
repeated as often as is necessary to produce the desired 
amount of the sequence. The method herein improves 
the specificity of the amplification reaction, resulting in 
a very distinct signal of amplified nucleic acid. In addi- 
tion, the method herein eliminates the need for transfer- 
ring reagents from one vessel to another after each 
amplification cycle. Such transferring is not required 
because the thermostable enzyme will withstand the 
high temperatures required to denature the nucleic acid 
strands and therefore does not need replacement. The 
temperature cycling may, in addition, be automated for 
further reduction in manpower and steps required to 
effectuate the amplification reaction. 

More specifically, the present invention provides a 
process for amplifying at least one specific nucleic acid 
sequence contained in a nucleic acid or a mixture of 
nucleic acids, wherein if the nucleic acid is double- 
stranded, it consists of two separated complementary 
strands of equal or unequal length, which process com- 
prises: 

(a) contacting each nucleic acid strand with four 
different nucleoside triphosphates and one oligonucleo- 
tide primer for each different specific sequence being 
amplified, wherein each primer is selected to be substan- 
tially complementary to different strands of each spe- 
cific sequence, such that the extension product synthe- 
sized from one primer, when it is separated from its 
complement, can serve as a template for synthesis of the 
extension product of the other primer, said contacting 
being at a temperature which promotes hybridization of 
each primer to its complementary nucleic acid strand., 

(b) contacting each nucleic acid strand, at the same 
time as or after step (a), with a thermostable enzyme 
which enables combination of the nucleotide triphos- 
phates to form primer extension products complemen- 
tary to each strand of each nucleic acid, 

(c) maintaining the mixture from step (b) at an effec- 
tive temperature for an effective time to activate the 
enzyme, and to synthesize, for each different sequence 
being amplified; an extension product of each primer 
which is complementary to each nucleic acid strand 
template, but not so high (a temperature) as to separate 
each extension product from its complementary strand 
template; 

(d) heating the mixture from step (c) for an effective 
time and at an effective temperature to separate the 
primer extension products from the templates on which 
they were synthesized to produce single-stranded mole- 
cules, but not so high (a temperature) as to denature 
irreversibly the enzyme; 

(e) cooling the mixture from step (d) at an effective 
temperature for an effective time to promote hybridiza- 
tion of each primer to each of the single-stranded mole- 
cules produced in step (d); and 

(f) maintaining the mixture from step (e) at an effec- 
tive temperature for an effective time to promote the 
activity of the enzyme and to synthesize, for each differ- 
ent sequence being amplified, an extension product of 
each primer which is complementary to each nucleic 
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acid strand template produced in step (d), but not so 
high (a temperature) as to separate each extension prod- 
uct from its complementary strand template, wherein 
steps (e) and (f) are carried out simultaneously or se- 
quentially. 

The steps (d), (e) and (f) may be repeated until the 
desired level of sequence amplification is obtained. The 
preferred thermostable enzyme herein is a polymerase 
extracted from Thermus aquaticus (Taq polymerase). 
Most preferably, if the enzyme is Taq polymerase, in 
step (a) the nucleic acid strands are contacted with a 
buffer comprising about 1.5-2 mM of a magnesium salt, 
150-200 uM each of the nucleotides, and 1 nM of each 
primer, steps (a), (e) and (f) are carried out at about 
45-58° C., and step (d) is carried out at about 90-100° C. 

In a preferred embodiment, the nucleic acid(s) are 
doublestranded and step (a) is accomplished by (i) heat- 
ing each nucleic acid in the presence of four different 
nucleoside triphosphates and one oligonucleotide 
primer for each different specific sequence being ampli- 
fied, for an effective time and at an effective tempera- 
ture to denature each nucleic acid, wherein each primer 
is selected to be substantially complementary to differ- 
ent strands of each specific sequence, such that the 
extension product synthesized from one primer, when it 
is separated from its complement, can serve as a tem- 
plate for synthesis of the extension product of the other 
primer., and (ii) cooling the denatured nucleic acids to a 
temperature which promotes hybridization of each 
primer to its complementary nucleic acid strand. 

In other embodiments the invention relates to a pro- 
cess for detecting the presence or absence of at least one 
specific nucleic acid sequence in a sample containing a 
nucleic acid or mixture of nucleic acids, or distinguish- 
ing between two different sequences in said sample, 
wherein the sample is suspected of containing said se- 
quence or sequences, and wherein if the nucleic acid(s) 
are doublestranded, they each consist of two separated 
complementary strands of equal or unequal length, 
which process comprises steps (a) to (f) mentioned 
above, resulting in amplification in quantity of the spe- 
cific nucleic acid sequence(sl, if present; 

(g) adding to the product of step (f) a labeled oligonu- 
cleotide probe; for each sequence being detected, capa- 
ble of hybridizing to said sequence or to a mutation 
thereof; and 

(h) determining whether said hybridization has oc- 
curred. 

In yet another embodiment, the invention relates to a 
process for detecting the presence or absence of at least 
one nucleotide variation in sequence in one or more 
nucleic acids contained in a sample, wherein if the nu- 
cleic acid is double-stranded it consists of two separated 
complementary strands of equal or unequal length, 
which process comprises steps (a)-(f) mentioned above, 
wherein steps (d), (e) and (f) are repeated a sufficient 
number of times to result in detectable amplification of 
the nucleic acid containing the sequence, if present; 

(g) affixing the product of step (f) to a membrane, 

(h) treating the membrane under hybridization condi- 
tions with a labeled sequence-specific oligonucleotide 
probe capable of hybridizing with the amplified nucleic 
acid sequence only if a sequence of the probe is comple- 
mentary to a region of the amplified sequence; and 

(i) detecting whether the probe has hybridized to an 
amplified sequence in the nucleic acid sample. 

If the sample comprises cells, preferably they are 
heated before step (a) to expose the nucleic acids therein 
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to the reagents. This step avoids extraction of the nu- 
cleic acids prior to reagent addition. 

In a variation. of this process, the primer(s) and/or 
nucleotide triphosphates are labeled so that the result- 
ing amplified sequence is labeled. The labeled primer(s) 
and/or nucleotide triphosphate(s) can be present in the 
reaction mixture initially or added during a later cycle. 
The sequence-specific oligonucleotide (unlabeled) is 
affixed to a membrane and treated under hybridization 
conditions with the labeled amplification product so 
that hybridization will occur only if the membrane- 
bound sequence is present in the amplification product. 

In yet another embodiment, the invention herein 
relates to a process for cloning into a cloning vector one 
or more specific nucleic acid sequences contained in a 
nucleic acid or a mixture of nucleic acids, which nucleic 
acid(s) when double-stranded consist of two separated 
complementary strands, and which nucleic acid(s) are 
amplified in quantity before cloning, which process 
comprises steps (a)-(f) mentioned above, with steps (d), 
(e) and (f) being repeated a sufficient number of times to 
result in detectable amplification of the nucleic acid(s) 
containing the sequence(s); 

(g) adding to the product of step (f) a restriction 
enzyme for each of said restriction sites to obtain 
cleaved products in a restriction digest; and 

(h) ligating the cleaved product(s) of step (g) contain- 
ing the specific sequence(s) to be cloned into one or 
more cloning vectors containing a promoter and a se- 
lectable marker. 

In a final embodiment, the invention herein relates to 
a process for cloning into a cloning vector one or more 
specific nucleic acid sequences contained in a nucleic 
acid or mixture of nucleic acids, which nucleic acid(s), 
when double-stranded, consist of two separated com- 
plementary strands of equal or unequal length which 
nucleic acid(s) are amplified in quantity, before cloning, 
which process comprises steps (a)-(f) mentioned above, 
with steps (d), (e) and (f) being repeated a sufficient 
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the nucleic acid(s) containing the sequence(s) for blunt- 
end ligation into one or more cloning vectors; and 

(g) ligating the amplified specific sequence(s) to be 
cloned obtained from step (f) into one or more of said 
cloning vectors in the presence of a ligase, said ampli- 
fied sequence(s) and vector(s) being present in sufficient 
amounts to effect the ligation. 

In a product embodiment, the invention provides a 
composition of matter useful in amplifying at least one 
specific nucleic acid sequence contained in a nucleic 
acid or a mixture of nucleic acids, comprising four dif- 
ferent nucleotide triphosphates and one oligonucleotide 
primer for each different specific sequence being ampli- 
fied, wherein each primer is selected to be substantially 
complementary to different strands of each specific 
sequence, such that the extension product synthesized 
from one primer, when it is separated from its comple- 
ment, can serve as a template for synthesis of the exten- 
sion product of the other primer. 

In another product embodiment, the invention pro- 
vides a sample of one or more nucleic acids comprising 
multiple strands of a specific nucleic acid sequence 
contained in the nucleic acid(s). The sample may com- 
prise about 10-100 of the strands, about 100-1000 of the 
strands, or over about 1000 of the strands. 

In a final product embodiment, the invention pro- 
vides an amplified nucleic acid sequence from a nucleic 
acid or mixture of nucleic acids comprising multiple 
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copies of the sequence produced. by the amplification 
processes herein. 


DETAILED DESCRIPTION OF THE 
PREFERRED EMBODIMENTS 


The term “oligonucleotide” as used herein is defined 
as a molecule comprised of two or more deoxyribonu- 
cleotides or ribonucleotides, preferably more than 
three. Its exact size will depend on many factors, which 
in turn depend on the ultimate function or use of the 
oligonucleotide. The oligonucleotide may be derived 
synthetically or by cloning. 

The term “primer” as used herein refers to an oligo- 
nucleotide, whether occurring naturally as in a purified 
restriction digest or produced synthetically, which is 
capable of acting as a point of initiation of synthesis 
when placed under conditions in which synthesis of a 
primer extension product which is complementary to a 
nucleic acid strand is induced, i.e., in the presence of 
four different nucleoside triphosphates and a thermosta- 
ble enzyme in an appropriate buffer (“buffer” includes 
pH, ionic strength, cofactors, etc.) and at a suitable 
temperature. For Taq polymerase, the buffer herein 
preferably contains 1.5-2 mM of a magnesium salt, 
preferably MgChis, 150-200 uM of each nucleotide, and 
1 uM of each primer, along with preferably 50 mM KCl, 
10 mM Tris buffer at pH 88.4, and 100 pg/ml gelatin. 

The primer is preferably single stranded for maxi- 
mum efficiency in amplification, but may alternatively 
be double stranded. If double stranded, the primer is 
first treated to separate its strands before being used to 
prepare extension products. Preferably, the primer is an 
oligodeoxyribonucleotide. The primer must be suffi- 
ciently long to prime the synthesis of extension products 
in the presence of the thermostable enzyme. The exact 
lengths of the primers will depend on many factors, 
including temperature and source of primer and use of 
the method. For example, depending on the complexity 
of the target sequence, the oligonucleotide primer typi- 
cally contains 15-25 or more nucleotides, although it 
may contain more or fewer nucleotides. Short primer 
molecules generally require lower temperatures to form 
sufficiently stable hybrid complexes with the template. 

The primers herein are selected to be “substantially” 
complementary to the different strands of each specific 
sequence to be amplified. This means that the primers 
must be sufficiently complementary to hybridize with 
their respective strands. Therefore, the primer sequence 
need not reflect the exact sequence of the template. For 
example, a non-complementary nucleotide fragment 
may be attached to the 5’ end of the primer, with the 
remainder of the primer sequence being complementary 
to the strand. Alternatively, non-complementary bases 
or longer sequences can be interspersed into the primer, 
provided that the primer sequence has sufficient com- 
plementarity with the sequence of the strand to be am- 
plified to hybridize therewith and thereby form a tem- 
plate for synthesis of the extension product of the other 
primer. However, for detection purposes, particularly 
using labeled sequence-specific probes, the primers typi- 
cally have exact complementarity to obtain the. best 
results. 

As used herein, the terms “restriction endonucleases” 
and “restriction enzymes” refer to bacterial enzymes 
each of which cut double-stranded DNA at or near a 
specific nucleotide sequence. 

As used herein, the term “DNA polymorphism” re- 
fers to the condition in which two or more different 
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nucleotide sequences can exist at a particular site in 
DNA. 

As used herein, the term “nucleotide variation in 
sequence” refers to any single or multiple nucleotide 
substitutions, deletions or insertions. These nucleotide 
variations may be mutant or polymorphic allele varia- 
tions. Therefore, the process herein can detect single 
nucleotide changes in nucleic acids such as occur in 
8globin genetic diseases caused by single-base muta- 
tions, additions or deletions (some £-thalassemias, sickle 
cell anemia, hemoglobin C disease, etc.), as well as 
multiple-base variations such as are involved with B- 
thalassemia or some £-thalassemias. In addition, the 
process herein can detect polymorphisms, which are 
not necessarily associated with a disease, but are merely 
a condition in which two or more different nucleotide 
sequences (whether having substituted, deleted or in- 
serted nucleotide base pairs) can exist at a particular site 
in the nucleic acid in the population, as with HLA re- 
gions of the human genome and random polymorphisms 
such as mitochondrial DNA. The polymorphic se- 
quence-specific oligonucleotide probes described in 
detail hereinafter may be used to detect genetic markers 
linked to a disease such as insulin-dependent diabetis 
mellitus or in forensic applications. If the nucleic acid is 
double-stranded, the nucleotide variation in sequence 
becomes a base pair variation in sequence. 

The term “sequence-specific oligonucleotides” refers 
to oligonucleotides which will hybridize to specific 
sequences whether or not contained on alleles, which 
sequences span the base pair variation being detected 
and are specific for the sequence variation being de- 
tected. Depending on the sequences being analyzed, 
one or more sequence-specific nucleotides may be em- 
ployed for each sequence, as described further herein- 
below. 

As used herein, the term “restriction fragment length 
polymorphism” (“RFLP”) refers to the differences 
among individuals in the lengths of restriction frag- 
ments formed by digestion with a particular restriction 
endonuclease. 

As used herein, the term “thermostable enzyme” 
refers to an enzyme which is stable to heat and is heat 
resistant and catalyzes (facilitates) combination of the 
nucleotides in the proper manner to form the primer 
extension products which are complementary, to each 
nucleic acid strand. Generally, the synthesis will be 
initiated at the 3’ end of each primer and will proceed in 
the 5’ direction along the template strand, until synthe- 
sis terminates, producing molecules of different lengths. 
There may be thermostable enzymes, however, which 
initiate synthesis at the 5’ end and proceed in the other 
direction, using the same process as described above. 

The thermostable enzyme herein must satisfy a single 
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salt concentration and/or GC composition of the nu- 
cleic acid is increased. Preferably, the enzyme will not 
become irreversibly denatured at about 90-100° C. 

The thermostable enzyme herein preferably has an 
optimum temperature at which it functions which is 
higher than about 40° C., which is the temperature 
below which hybridization of primer to template is 
promoted, although, depending on (1) magnesium and 
salt concentrations and (2) composition and length of 
primer, hybridization can occur at higher temperatures 
(e.g., 45-70° C.). The higher the temperature optimum 
for the enzyme, the greater the specificity and/or selec- 
tivity of the primer-directed extension process. How- 
ever, enzymes that are active below 40° C., e.g., at 37° 
C., are also within the scope of this invention, provided 
they are heat-stable. Preferably, the optimum tempera- 
ture ranges from about 50 to 80° C, more preferably 
60-80° C. 3 

Examples of enzymes which have been reported in 
the literature as being resistant to heat include heat-sta- 
ble polymerases, such as, e.g., polymerases extracted 
from the thermostable bacteria Thermus flavus, Thermus 
ruber, Thermus thermophilus, Bacillus stearothermophilus 
(which has a somewhat lower temperature optimum 
than the others listed), Thermus aquaticus, Thermus 
lacteus, Thermus rubens, and Methanothermus fervidus. 

The preferred thermostable enzyme herein is a DNA 
polymerase isolated from Thermus aquaticus, strain 
YT-1, and purified as described in now abandoned U.S. 
patent application Ser. No. 899,241 filed Aug. 22, 1986, 
the disclosure of which is incorporated herein by refer- 
ence. Briefly, Thermus aquaticus cells are grown and the 


.- polymerase is isolated and purified from the crude ex- 
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this invention, i.e., the enzyme must not become irre- 
versibly denatured (inactivated) when subjected to the 
elevated temperatures for the time necessary to effect 
denaturation of double-stranded nucleic acids. Irrever- 
sible denaturation for purposes herein refers to perma- 
nent and complete loss of enzymatic activity. The heat- 
ing conditions necessary for denaturation will depend, 
e.g., on the buffer salt concentration and the length and 
nucleotide composition of the nucleic acids being dena- 
tured, but typically range from about 90 to about 105° 
C. for a time depending mainly on the temperature and 
the nucleic acid length, typically about 0.5 to four min- 
utes. Higher temperatures may be tolerated as the buffer 
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tract using the first five steps indicated by Kaledin et al., 
Biokhimiya, 45, 644-651 (1980), the disclosure of which 
is incorporated herein by reference. During the fifth 
step (DEAE column at pH 7.5), an assay is made for 
contaminating endo/exonucleases and only those frac- 
tions with polymerase activity and minimal nuclease 
contamination are pooled. The last chromatographic 
purification step uses a phosphocellulose column sug- 
gested by Chien et al., J. Bacteriol, 127:1550-1557 
(1976), the disclosure of which is incorporated herein 
by reference. Nuclease(s) and polymerase activities are 
assayed as described above, and only those polymerase 
fractions with minimal nuclease contamination are 
pooled. 

While Kaledin et al. and Chien et al. report a purified 
enzyme with a molecular weight of 62-63 kdaltons, data 
using the modified purification protocol described 
above suggest a molecular weight of about 86-90 kdal- 
tons. 

The thermostable enzyme may be produced by re- 
combinant DNA techniques by the method described 
U.S. Pat. No. 4,889,818, entitled “Purified Thermosta- 
ble Enzyme”, to Gelfand et al., the disclosure of which 
is incorporated herein by. reference. The thermostable 
enzyme also may be stored stably in a buffer as de- 
scribed in that same U.S. application. 

The present invention is directed to a process for 
amplifying any one or more desired specific nucleic 
acid sequences contained in or suspected of being in a 
nucleic acid. Because large amounts of a specific se- 
quence may be produced by this process, the present 
invention may be used for improving the efficiency of 
cloning DNA or messenger RNA and for amplifying a 
target sequence to facilitate detection thereof. 
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In general, the present process involves a chain reac- 
tion for producing, in exponential quantities relative to 
the number of reaction steps involved, at least one spe- 
cific nucleic acid sequence given (a) that the ends of the 
specific sequence are known in sufficient detail that 
oligonucleotides can be synthesized which will hybrid- 
ize to them, and (b) that a small amount of the sequence 
is available to initiate the chain reaction. The product of 
the chain reaction will be a discrete nucleic acid duplex 
with termini corresponding to the ends of the specific 
primers employed. 

Any nucleic acid, in purified or nonpurified form, can 
be utilized as the starting nucleic acid or acids, provided 
it contains or is suspected of containing the specific 
sequence desired. Thus, the process may employ, for 
example, DNA or RNA, including messenger RNA, 
which DNA or RNA may be single stranded or double 
stranded. In addition, a DNA-RNA hybrid which con- 
tains one strand of each may be utilized. A mixture of 
any of these nucleic acids may also be employed, or the 
nucleic acids produced from a previous amplification 
reaction herein using the same or different primers may 
be so utilized. The specific nucleic acid sequence to be 
amplified may be only a fraction of a larger molecule or 
can be present initially as a discrete molecule, so that 
the specific sequence constitutes the entire nucleic acid. 

It is not necessary that the sequence to be amplified 
be present initially in a pure form; it may be a minor 
fraction of a complex mixture, such as a portion of the 
B-globin gene contained in whole human DNA, or a 
portion of nucleic acid sequence due to a particular 
microorganism which organism might constitute only a 
very minor fraction of a particular biological sample. 
The starting nucleic acid may contain more than one 
desired specific nucleic acid sequence which may be the 
same or different. Therefore, the present process is 
useful not only for producing large amounts of one 
specific nucleic acid sequence, but also for amplifying 
simultaneously more than one different specific nucleic 
acid sequence located on the same or different nucleic 
acid molecules. 

The nucleic acid or acids may be obtained from any 
source, for example, from plasmids such as pBR322, 
from cloned DNA or RNA, or from natural DNA or 
RNA from any source, including bacteria, yeast, vi- 
ruses, organelles, and higher organisms such as plants or 
animals. DNA or RNA may be extracted from blood, 
tissue material such as chorionic villi or amniotic cells 
by a variety of techniques such as that described by 
Maniatis et al., Molecular Cloning: A Laboratory Manual 
(1982), 280-281. 

For the process using sequence-specific probes to 
detect the amplified material, the cells may be directly 
used without purification of the nucleic acid if they are 
suspended in hypotonic buffer and heated to about 
90-100° C., until cell lysis and dispersion of intracellular 
components occur, generally 1 to 15 minutes. After the 
heating step the amplification reagents may be added 
directly to the lysed cells. 

Any specific nucleic acid sequence can be produced 
by the present process. It is only necessary that a suffi- 
cient number of bases at both ends of the sequence be 
known in sufficient detail so that two oligonucleotide 
primers can be prepared which will hybridize to differ- 
ent strands of the desired sequence and at relative posi- 
tions along the sequence such that an extension product 
synthesized from one primer, when it is separated from 
its template (complement), can serve as a template for 
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10 
extension of the other primer into a nucleic acid of 
defined length. The greater the knowledge about the 
bases at both ends of the sequence, the greater can be 
the specificity of the primers for the target nucleic acid 
sequence, and thus the greater the efficiency of the 
process. 

It will be understood that the word “primer” as used 
hereinafter may refer to more than one primer, particu- 
larly in the case where there is some ambiguity in the 
information regarding the terminal sequence(s) of the 
fragment to be amplified. For instance, in the case 
where a nucleic acid sequence is inferred from protein 
sequence information, a collection of primers contain- 
ing sequences representing all possible codon variations 
based on degeneracy of the genetic code will be used 
for each strand. One primer from this collection will be 
homologous with the end of the desired sequence to be 
amplified. 

The oligonucleotide primers may be prepared using 
any suitable method, such as, for example, the phospho- 
triester and phosphodiester methods described above, 
or automated embodiments thereof. In one such auto- 
mated embodiment diethylphosphoramidites are used as 
starting materials and may be synthesized as described 
by Beaucage et al, Tetrahedron Letters (1981), 
22:1859-1862. One method for synthesizing oligonucle- 
otides on a modified solid support is described in U.S. 
Pat. No. 4,458,066. It is also possible to use a primer 
which has been isolated from a biological source (such 
as a restriction endonuclease digest). 

The specific nucleic acid sequence is produced by 
using the nucleic acid containing that sequence as a 
template. The first step involves contacting each nu- 
cleic acid strand with four different nucleoside triphos- 
phates and one oligonucleotide primer for each differ- 
ent nucleic acid sequence being amplified or detected. If 
the nucleic acids to be amplified or detected are DNA, 
then the nucleoside triphosphates are dATP, dCTP, 
dGTP and TTP. 

The nucleic acid strands are used as a template for the 
synthesis of additional nucleic acid strands. This synthe- 
sis can be performed using any. suitable method. Gener- 
ally it occurs in a buffered aqueous solution, preferably 
at a pH of 7-9, most preferably about 8. Preferably, a 
molar excess (for cloned nucleic acid, usually about 
1000:1 primer:template, and for genomic nucleic acid, 
usually about 10° 1 primer:template) of the two oligonu- 
cleoside primers is added to the buffer containing the 
separated template strands. It is understood, however, 
that the amount of complementary strand may not be 
known if the process herein is used for diagnostic appli- 
cations, so that the amount of primer relative to the 
amount of complementary strand cannot be determined 
with certainty. As a practical matter, however, the 
amount of primer added will generally be in molar 
excess over the amount of complementary strand (tem- 
plate) when the sequence to be amplified is contained in 
a mixture of complicated long-chain nucleic acid 
strands. A large molar excess is preferred to improve 
the efficiency of the process. 

Preferably, the concentration of nucleoside triphos- 
phates is 150-200 uM each in the buffer for amplifica- 
tion, and MgCl is present in the buffer in an amount of 
1.5-2 mM to increase the efficiency and specificity of 
the reaction. 

The resulting solution is then treated according to 
whether the nucleic acids being amplified or detected 
are double or singlestranded. If the nucleic acids are 
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single-stranded, then no denaturation step need by em- 
ployed, and the reaction mixture is held at a tempera- 
ture which promotes hybridization of the primer to its 
complementary target (template) sequence. Such tem- 
perature is generally from about 35 to 65° C. or higher, 
preferably room 37-60° C., for an effective time, gener- 
ally one-half to five minutes, preferably one-three min- 
utes. Preferably, 45-58° C. is used for Taq polymerase 
and >15-mer primers to increase the specificity of 
primer hybridization. Shorter primers need lower tem- 
peratures. 

The complement to the original single-stranded nu- 
cleic acid may be synthesized by adding one or two 
oligonucleoside primers thereto. If an appropriate sin- 
gle primer is added, a primer extension product is syn- 
thesized in the presence of the primer, the thermostable 
enzyme and the nucleoside triphosphates. The product 
will be partially complementary, to the single-stranded 
nucleic acid and will hybridize with the nucleic acid 
strand to form a duplex of strands of unequal length 
which may then be separated into single strands as de- 
scribed above to produce two single separated comple- 
mentary strands. Alternatively, two appropriate prim- 
ers may be added to the single-stranded nucleic acid and 
the reaction carried out. 

If the nucleic acid contains two strands, it is necessary 
to separate the strands of the nucleic acid before it can 
be used as the template. This strand separation can be 
accomplished by any suitable denaturing method in- 
cluding physical, chemical or enzymatic means. One 
preferred physical method of separating the strands of 
the nucleic acid involves heating the nucleic acid until it 
is completely (>99%) denatured. Typical heat denatur- 
ation involves temperatures ranging from about 90 to 
105° C for times generally ranging from about 0.5 to 5 
minutes. Preferably the effective denaturing tempera- 
ture is 90-100° C for 0.5 to 3 minutes. Strand separation 
may also be induced by an enzyme from the class of 
enzymes known as helicases or the enzyme RecA, 
which has helicase activity and in the presence of ri- 
boATP is known to denature DNA. The reaction con- 
ditions suitable for separating the strands of nucleic 
acids with helicases are described by Kuhn Hoffmann- 
Berling, CSH-Quantitative Biology, 43:63 (1978), and 
techniques for using RecA are reviewed in C. Radding, 
Ann. Rev. Genetics., 16:405-37 (1982). The denaturation 
produces two separated complementary strands of 
equal or unequal length. 

If the double-stranded nucleic acid is denatured by 
heat, the reaction mixture is allowed to cool to a tem- 
perature which promotes hybridization of each primer 
present to its complementary. target (template) se- 
quence. This temperature is usually from about 35 to 
about 65° C. or higher, depending on reagents, prefera- 
bly from about 37° C. to about 60° C., maintained for an 
effective time, generally 0.5 to 5 minutes, and preferably 
1-3 minutes. In practical terms, the temperature is sim- 
ply lowered from about 95° C. to about 65° C. or to as 
low as 37° C., preferably to about 45-58° C. for Taq 
polymerase, and hybridization occurs at a temperature 
within this range. 

Whether the- nucleic acid is single- or double- 
stranded, the thermostable enzyme may be added at the 
denaturation step or when the temperature is being 
reduced to or is in the range for promoting hybridiza- 
tion. The reaction mixture is then heated to a tempera- 
ture at which the activity of the enzyme is promoted or 
optimized, i.e., a temperature sufficient to increase the 
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activity of the enzyme in facilitating synthesis of the 
primer extension products from the hybridized primer 
and template. The temperature must actually be suffi- 
cient to synthesize an extension product of each primer 
which is complementary to each nucleic acid template, 
but must not be so high as to denature each extension 
product from its complementary template (i.e., the tem- 
perature is generally less than about 80° C. 90° C.). 

Depending mainly on the types of enzyme and nu- 
cleic acid(s) employed, the typical temperature effec- 
tive for this synthesis reaction generally ranges from 
about 40 to 80° C., preferably 50-75° C. The tempera- 
ture more preferably ranges from about 65-75° C. when 
a polymerase from Thermus aquaticus is employed. The 
period of time required for this synthesis may range 
from about 0.5 to 40 minutes or more, depending mainly 
on the temperature, the length of the nucleic acids, the 
enzyme and the complexity of the nucleic acid mixture, 
preferably one to three minutes. If the nucleic acid is 
longer, a longer period of time is generally required. 


‘The presence of dimethylsulfoxide (DMSO) is not nec- 


essary or recommended because DMSO was found to 
inhibit Taq polymerase enzyme activity. 

The newly synthesized strand and its complementary 
nucleic acid strand form a double-stranded molecule 
which is used in the succeeding steps of the process. In 
the next step, the strands of the double-stranded mole- 
cule are separated by heat denaturation at a temperature 
effective to denature the molecule, but not so high that 
the thermostable enzyme is completely and irreversibly 
denatured or inactivated. Depending mainly on the type 
of enzyme and the length of nucleic acid, this tempera- 
ture generally ranges from about 90 to 105° C., more 
preferably 90-100° C., and the time for denaturation 
typically ranges from 0.5 to four minutes, depending 
mainly on the temperature and the nucleic acid length. 

After this time, the temperature is decreased to a level 
which promotes hybridization of the primer to its com- 
plementary single-stranded molecule (template) pro- 
duced from the previous step. Such temperature is de- 
scribed above. 

After this hybridization step, or in lieu of (or concur- 
rently with) this hybridization step, the temperature is 
adjusted to a temperature which is effective to promote 
the activity of the thermostable enzyme to enable syn- 
thesis of a primer extension product using as template 
the newly synthesized strand from the previous step. 
The temperature again must not be so high as to sepa- 
rate (denature) the extension product from its template, 
as previously described (usually from 40 to 80° C. for 
0.5 to 40 minutes, preferably 50 to 70° C. for 1-3 min- 
utes). Hybridization may occur during this step, so that 
the previous step of cooling before denaturation is not 
required. In such a case, using simultaneous steps, the 
preferred temperature range is 50° C.~70° C. 

The heating and cooling steps of strand separation, 
hybridization, and extension product synthesis can be 
repeated as often as needed to produce the desired 
quantity, of the specific nucleic acid sequence, depend- 
ing on the ultimate use. The only limitation is the 
amount of the primers, the thermostable enzyme and 
the nucleoside triphosphates present. Preferably, the 
steps are repeated at least once. For use in detection, the 
number of cycles will depend, e.g., on the nature of the 
sample. For example, fewer cycles will be required if 
the sample being amplified is pure. If the sample is a 
complex mixture of nucleic acids, more cycles will be 
required to amplify, the signal sufficiently for its detec- 
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tion. For general amplification and detection, prefera- 
bly the process is repeated at least 20 times. 
When labeled sequence-specific probes are employed 
as described below, preferably the steps are repeated at 


14 
A preferred machine which may be employed utilizes 
temperature cycling without a liquid handling system 
because the enzyme need not be transferred at every 
cycle. Such a machine is described more completely in 


least five times. When human. genomic DNA is em- 5 copending U.S. patent application Ser. No. 899,061 filed 
ployed with such probes, the process is repeated prefer- Aug. 22, 1986, the disclosure of which is incorporated 
ably 15-30 times to amplify, the sequence sufficiently herein by reference. Briefly, this instrument consists of 
that a clearly detectable signal is produced, i.e., so that the following systems: 

background noise does not interfere with detection. 1. A heat-conducting container for holding a given 

As will be described in further detail below, the 10 number of tubes, preferably 500 ul tubes, which contain 
amount of the specific nucleic acid sequence produced the reaction mixture of nucleoside triphosphates, prim- 
will accumulate in an exponential fashion. ers, nucleic acid sequences, and enzyme. 

No additional nucleosides, primers, or thermostable 2. A means to heat, cool, and maintain the heat-con- 
enzyme need be added after the initial addition, pro- ducting container above and below room temperature, 
vided that the enzyme has not become denatured or 15 which means has an input for receiving a control signal 
inactivated irreversibly, in which case it is necessary to for controlling which of the temperatures at or to which 
replenish the enzyme after each denaturing step. Addi- the container is heated, cooled or maintained. (This may 
tion of such materials at each step, however, will not be Peltier heat pumps available from Materials. Elec- 
adversely affect the reaction. tronics Products Corporation in Trenton, N.J. or a 

When it is desired to produce more than one specific 20 water heat exchanger.) 
nucleic acid sequence from the first nucleic acid or 3. A computer means (e.g., a microprocessor control- 
mixture of nucleic acids, the appropriate number of ler), coupled to the input of said means, to generate the 
different oligonucleoside primers are utilized. For ex- signals which control automatically the amplification 
ample, if two different specific nucleic acid sequences sequence, the temperature levels, and the temperature 
are to be produced, four primers are utilized. Two of 25 ramping and timing. 
the primers are specific for one of the specific nucleic In another embodiment, the enzyme used for the 
acid sequences and the other two primers are specific synthesis of primer extension products can be immobi- 
for the second specific nucleic acid sequence. In this lized in a column. The other reaction components can 
manner, each of the two different specific sequences can be continuously circulated by a pump through the col- 
be produced exponentially by the present process. 30 umn and a heating coil in series. Thus, the nucleic acids 

After the appropriate length of time has passed to produced can be repeatedly denatured without inacti- 
produce the desired amount of the specific nucleic acid vating the enzyme. 
sequence, the reaction may be halted by inactivating the The present invention is demonstrated diagrammati- 
enzymes in any known manner (e.g., by adding EDTA, cally below where double-stranded DNA containing 
CHC}3, SDS or phenol) or by separating the compo- 35 the desired sequence [S] comprised of complementary, 
nents of the reaction. strands [S+] and [S—] is utilized as the nucleic acid. 

The process of the present invention may be con- During the first and each subsequent reaction cycle 
ducted continuously. In one embodiment of an auto- extension of each oligonucleoside primer on the original 
mated process, the reaction mixture may be temperature template will produce one new ssDNA molecule prod- 
cycled such that the temperature is programmed to be 40 uct of indefinite length which terminates with only one 
controlled at a certain level for a certain time. of the primers. These products, hereafter referred to as 

One such instrument for this purpose is the automated “long products,” will accumulate in a linear fashion, 
machine for handling the amplification reaction of this that is, the amount present after any number of cycles 
invention described in now abandoned U.S. patent ap- will be proportional to the number of cycles. 
plication Ser. No. 833,368 filed Feb. 25, 1986 entitled 45 The long products thus produced will act as tem- 
“Apparatus And Method For Performing Automated plates for one or the other of the oligonucleoside prim- 
Amplification of Nucleic Acid Sequences And Assays ers during subsequent cycles and will produce mole- 
Using Heating And Cooling Steps,” the disclosure of cules of the desired sequence [S+] or [S3!]. These mole- 
which is incorporated herein by reference. Briefly, this cules will also function as templates for one or the other 
instrument utilizes a liquid handling system under com- 50 of the oligonucleoside primers, producing further [S+] 
puter control to make liquid transfers of enzyme stored and [S—], and thus a chain reaction can be sustained 
at a controlled temperature in a first receptacle into a which will result in the accumulation of [S] at an expo- 
second receptacle whose temperature is controlled by nential rate relative to the number of cycles. 
the computer to conform to a certain incubation profile. By-products formed by oligonucleoside hybridiza- 
The second receptacle stores the nucleic acid sequen- 55 tions other than those intended are not self-catalytic 
ce(s) to be amplified plus the nucleoside triphosphates (except in rare instances) and thus accumulate at a linear 
and primers. The computer includes a user interface rate. 
through which a user can enter process parameters The specific sequence to be amplified, [S], can be 
which control the characteristics of the various steps in depicted diagrammatically as: 
the amplification sequence such as the times and tem- 60 
peratures of incubation, the amount of enzyme to trans- [S+] 5 AAAAAAAAAAXXXXXXXXXXCCCCCCCCCC 3' 
fer, etc. [S-] 3 TTTTTTTTTITYYYYYYYYYYGGGGGGGGGG 3’ 

The appropriate oligonuceotide primers would be: 
Primer 1: GGGGGGGGGG 
Primer 2: AAAAAAAAAA 
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-continued 
so that if DNA containing [S] 


. . . LLZZZZZZZ2Z7ZZZZAA A AAA AAAAXKXKKXKXXKCCCCCCCCCCz22222222222222z ... 
+ « ZLEZZZZZZZZZZZZZZU LET UT YT ETYYYYYYYYY Y GGGGGGGGGGzz222222222222222 ... 


is separated into single strands and its single strands are On denaturation of the duplexes formed, the products 
hybridized to Primers 1 and 2; the following extension are: 


3’ 5! 
. . - LZZZZZZZZZZZZZZZTET TTI ITITYYYYYYYYY YGGGGGGGGGG 
newly synthesized long product 1 


5 y 
«+» ZZZZZZZZZZZZ2ZZZA AAAA AAAAAKXXXXXXXXXCCCCCCCCCC2222222222222222 ... 
original template strand + 


3 y 
. - « ZLZZZZZZ2ZZZZZZZZT ITI TITTTTYYYYYYYYYYGGGGGGGGGGZZZZZZZZZZZZZZZZ .. . 
originai template strand— 


5 y 
AAAAAAAAAAXXXXXXXXXXCCCCCCCCCCZZZZZZZZZZZZZZZZ ... 
newly synthesized long product 2 


reactions can be catalyzed by a thermostable polymer- If these four strands are allowed to rehybridize with 
ase in the presence of the four nucleotide triphosphates: Primers 1 and 2 in the next cycle, the thermostable 
25 polymerase will catalyze the following reactions: 


37 y 
extends <—_———- GGGGGGGGGG Primer 1 
. . + ZZZZZZZZZZZZZZZZAA AA AAAAAAXXXXXXXXXXCCCCCCCCCCZZZZZZZZZZZZZZZZ ... 
originai template strand + 


original template strand™ 
oes ZLLZZZZZZZZZZZZZT VITT TTT TT YYYYYYY YY YGGGGGGGGGGz22222222222z2zzz ... 


Primer 2 AAAAAAAAAA ———>>extends 
5 Ey 


Primer 2 5 AAAAAAAAAA —— > extends to here 
3' . . . zzzzzzzzzzzzzzzzzZT TT TY TTTITTYYYYYYYYYYGGGGGGGGGG 5’ 
newly synthesized long product 1 


extends Lemma GGGGGGGGGG 5’ Primer 1 
5’... zzzzzzzzzzzzzzZAAAAAAAAAAXKXXXXXKXXCCCCCCCCCCz222222222222z ... 3’ 
original template strand + 


Primer2 5‘ AAAAAAAAAA ——————_ > extends 
3' . . . 2z2zzzzzzzzzzzzzzzT TITT TT TIT YYYYYYYY YGGGGGGGGGGzz22222227z .... 5’ 
original template strand ™ 


extends to here <4 GGGGGGGGGG 5’ Primer 1 
5’ AAAAAAAAAAKXKXXKXKKXXCCCCCCCCCC222222222222222z . . . 3’ 
newly synthesized long product 2 


5 If the strands of the above four duplexes are separated, 
5 the following strands are found: 


5’ AAAAAAAAAAXXXXXXXXXXCCCCCCCCCC 3’ 
newly synthesized [S+] 


3' . . . 2222ZZZZZ2ZZzZzzzzZT PITT TTITTYYYYYYYYY YGGGGGGGGGG 5’ 
first cycle synthesized long product 1 


3' . . . 22222222222222222zZT TITY TTTTITYYYYYYYYYYGGGGGGGGGG 5’ 
newly synthesized long product 1 


S’ . . . ZZZZZZZZZZZZZZZZZZZAAAAAAAAAAXXXXXXXXXXCCCCCCCCCCZZZZZZZZzZ ... . 3’ 
original template strand + 


5’ AAAAAAAAAAXXXXXXXXXXCCCCCCCCCCZZZZZZZZZZZZZZZZ .. . 3’ 
newly synthesized long product 2 
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-continued 


3' 0... zzezzezzzzzzzzzT TIT TTT TTT YYYYYYYYY Y GGGGGGGGGGzz22222222222222z ... 5’ 


original template strand— 


y 
newly synthesized [S7] 


GGGGGGGGGG 5%’ 


5’ AAAAAAAAAAXXXXXXXXXXCCCCCCCCCCz22222222222222 . . . 3’ 


first cycle synthesized long product 2 


It is seen that each strand which terminates with the 
oligonucleotide sequence of one primer and the comple- 
mentary sequence of the other is the specific nucleic 
acid sequence [S] that is desired to be produced. 

The amount of original nucleic acid remains constant 
in the entire process, because it is not replicated. The 
amount of the long products increases linearly because 
they are produced only from the original nucleic acid. 
The amount of the specific sequence increases exponen- 
tially. Thus, the specific sequence will become the pre- 
dominant species. This is illustrated in the following 
table, which indicates the relative amounts of the spe- 
cies theoretically present after n cycles, assuming 100% 
efficiency at each cycle: 





Number of Double Strands 
After 0 to n Cycles 


Long Specific 
Cycle Number Template Products Sequence [S} 
0 1 ~ — 
1 1 1 0 
2 1 2 1 
3 1 3 4 
5 1 5 26 
10 1 10 1013 
15 1 15 32,752 
20 1 20 1,048,555 
n 1 n (2”-n-1) 





When a single-stranded nucleic acid is utilized as the 
template, only one long products is formed per cycle. 

A sequence within a given sequence can be amplified 
after a given number of amplifications to obtain greater 
specificity of the reaction by adding after at least one 
cycle of amplification a set of primers which are com- 
plementary to internal sequences (which are not on the 
ends) of the sequence to be amplified. Such primers may 
be added at any stage and will provide a shorter ampli- 
fied fragment. Alternatively, a longer fragment can be 
prepared by using primers with non-complementary 
ends but having some overlap with the primers previ- 
ously utilized in the amplification. 

The method herein may be utilized to clone a particu- 
lar nucleic acid sequence for insertion into a suitable 
expression vector. The vector may then be used to 
transform an appropriate host organism to produce the 
gene product of the sequence by standard methods of 
recombinant DNA technology. 

The amplification process herein may yield a mixture 
of nucleic acids, resulting from the original template 
nucleic acid, the expected target amplified products, 
and various background non-target products. The am- 
plified product can also be a mixture if the original 
template DNA contains multiple target sequences, such 
as in a rheterozygous diploid genome or when there is a 
family of related genes. 

The primers herein may be modified to assist the 
rapid and specific cloning of the mixture of DNAs pro- 
duced by the amplification reaction. In one such modifi- 
cation, a restriction site is contained in each of the prim- 
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ers or in the sequence to be amplified and cloned. Pref- 
erably, the same or different restriction sites are incor- 
porated at the 5’ ends of the primers to result in restric- 
tion sites at the two ends of the amplified product. 
When cut with the appropriate enzymes, the amplified 
product can then be easily inserted into plasmid or viral 
vectors and cloned. This cloning allows the analysis or 
expression of individual amplified products, not a ntix- 
ture. 

If the primers have restriction sites incorporated 
therein, the same restriction site can be used for both 
primers. The use, however, of different sites allows the 
insertion of the product into the vector with a specific 
orientation and suppresses multiple insertions as well as 
insertions arising from amplifications based on only one 
of the two primers. The specific orientation is useful 
when cloning into single-strand sequencing vectors, 
when single-strand hybridization probes are used, or 
when the cloned product is being expressed. 

One method to prepare the primers is to choose a 
primer sequence which differs minimally from the tar- 
get sequence. Regions in which each of the primers is to 
be located are screened for homology to restriction sites 
appropriate to the desired vector. For example, the 
target sequence “CAGTATCCGA...” differs by only 
one base from one containing a BamHI site. A primer 
sequence is chosen to match the target exactly at its 3’ 
end, and to contain the altered sequence and restriction 
site near its 5’ end (for example, “CAGgATCCGA...”, 
where the lower case letter symbolizes a mismatch with 
the target sequence). This minimally altered sequence 
will not interfere with the ability of the primer to hy- 
bridize to the original target sequence and to initiate 
polymerization. After the first amplification cycle the 
primer is copied, becomes the target, and matches ex- 
actly with new primers. . 

After the amplification process, the products are 
cleaved with the appropriate restriction enzymes, the 
restriction digest is optionally separated from inhibitors 
of ligation such as the nucleoside triphosphates and salts 
by, for example, passing over a desalting column, or a 
molecular weight chromatography column, or through 
a membrane, and the digestion product(s) containing 
the amplified sequence to be cloned is/are inserted by 
ligation into a cloning vector such as bacteriophage 
M13. The cloning vector generally has a selectable 
marker and may optionally also have a promoter. The 
gene may then be sequenced and/or expressed, if it 
codes for a protein, using well known techniques. The 
gene may also be sequenced by adding an appropriate 
primer during the amplification process which primer is 
complementary to the desired portion which is to be 
sequenced. The primer will form an extension product, 
and the extent of amplification with such extension 
product will provide sequence information. 

Another method for preparing the primers involves 
taking the 3’ end of the primers from the target se- 
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quence and adding the desired restriction site(s) to the 5’ 
end of the primer. For the above example, a HindIII site 
could be added to make the sequence “cgaagcttCAG- 
TATCCGA...”, where lower case letters are as de- 
scribed above. The added bases would not contribute to 
the hybridization in the first cycle of amplification, but 
would match in subsequent cycles. The final amplified 
products are then cut with restriction enzyme(s) and 
cloned and expressed as described above. The gene 
being amplified may be, for example, human beta-hemo- 
globin or the human HLA DQ, DR or DP-a and -8 
genes. . 

In an alternative, but less preferred and less efficient, 
method of cloning wherein blunt-end ligation is em- 
ployed rather than sticky-end ligation (using restriction 
enzymes), the basic amplification procedure is em- 
ployed without concern for restriction enzymes in the 
primers or sequence(s) to be cloned. The steps must be 
repeated sufficiently, however, to produce enough am- 
plified sequence(s) to effect ligation. Blunt-end ligation 
requires greater concentrations of sequence(s) and clon- 
ing vector(s) to be present than sticky-end ligation. In 
addition, the ligation must take place in the presence of 
a ligase, such as T4 ligase, Æ. coli ligase and ligase. Once 
the amplified product is obtained, the ligation proce- 
dure is a standard procedure using conditions well 
known to those skilled in the art. 

The cloning method which does not involve blunt 
end ligation controls the orientation or multiplicity of 
insertion of the amplified product into the cloning vec- 
tor. 

In addition, the process herein can be used for in vitro 
mutagenesis. The oligonucleoside primers need not be 
exactly complementary to the nucleic acid sequence 
which is being amplified. It is only necessary that they 
be able to hybridize to the sequence sufficiently well to 
be extended by the thermostable enzyme. The product 
of an amplification reaction wherein the primers em- 
ployed are not exactly complementarY to the original 
template will contain the sequence of the primer rather 
than the template, thereby introducing an in vitro muta- 
tion. In further cycles this mutation will be amplified 
with an undiminished efficiency because no further 
mispaired primings are required. The mutant thus pro- 
duced may be inserted into an appropriate vector by 
standard molecular biological techniques and might 
confer mutant properties on this vector such as the 
potential for production of an altered protein. 

The process of making an altered DNA sequence as 
described above could be repeated on the altered DNA 
using different primers to induce further sequence 
changes. In this way a series of mutated sequences 
could gradually be produced wherein each new addi- 
tion to the series could differ from the last in a minor 
way., but from the original DNA source sequence in an 
increasingly major way. In this manner changes could 
be made ultimately which were not feasible in a single 
step due to the inability of a very seriously mismatched 
primer to function. 

In addition, the primer can contain as part of its se- 
quence a non-complementary sequence, provided that a 
sufficient amount of the primer contains a sequence 
which is complementary to the strand to be amplified. 
For example, a nucleoside sequence which is not com- 
plementary to the template sequence (such as, e.g., a 
promoter, linker, coding sequence, etc.) may be at- 
tached at the 5’ end of one or both of the primers, and 
thereby appended to the product of the amplification 


20 


25 


30 


35 


40 


45 


50 


35 


60 


65 


20 
process. After the extension primer is added, sufficient 
cycles are run to achieve the desired amount of new 
template containing the non-complementary nucleoside 
insert. This allows production of large quantities of the 
combined fragments in a relatively short period of time 
(e.g., two hours or less) using a simple technique. 

The method herein may also be used to enable detec- 
tion and/or characterization of specific nucleic acid 
sequences associated with infectious diseases, genetic 
disorders or cellular disorders such as cancer, e.g., On- 
cogenes. Amplification is useful when the amount of 
nucleic acid available for analysis is very small, as, for 
example, in the prenatal diagnosis of sickle cell anemia 
using DNA obtained from fetal cells. Amplification is 
particularly useful if such an analysis is to be done on a 
small sample using non-radioactive detection tech- 
niques which may be inherently insensitive, or where 
radioactive techniques are being employed but where 
rapid detection is desirable. 

For purposes of this invention genetic diseases may 
include specific deletions and/or mutations in genomic 
DNA from any organism, such as, e.g., sickle cell ane- 
mia, a-thalassemia, B-thalassemia, and the like. Sickle 
cell anemia can be readily detected via oligomer restric- 
tion analysis as described in EP Patent Publication No. 
164,054 published Dec. 11, 1985, or via a RFLP-like 
analysis following amplification of the appropriate 
DNA sequence by the present method. u-Thalassemia 
can be detected by the absence of a sequence, and tha- 
lassemia can be detected by the presence of a polymor- 
phic restriction site closely linked to a mutation that 
causes the disease. 

All of these genetic diseases may be detected by am- 
plifying the appropriate sequence and analyzing it by 
Southern blots without using radioactive probes. In 
such a process, for example, a small sample of DNA 
from, e.g., amniotic fluid containing a very low level of 
the desired sequence is amplified, cut with a restriction 
enzyme, and analyzed via a Southern blotting tech- 
nique. The use of nonradioactive probes is facilitated by 
the high level of the amplified signal. 

In another embodiment, a small sample of DNA may 
be amplified to a convenient level and then a further 
cycle of extension reactions performed wherein nucleo- 
side derivatives which are readily detectable (such as 
32p-labeled or biotin-labeled nucleoside triphosphates) 
are incorporated directly into the final DNA product, 
which may be analyzed by restriction and electropho- 
retic separation or any other appropriate method. 

In a further embodiment, the nucleic acid may be 
exposed to a particular restriction endonuclease prior to 
amplification. Since a sequence which has been cut 
cannot be amplified, the appearance of an amplified 
fragment, despite prior restriction of the DNA sample, 
implies the absence of a site for the endonuclease within 
the amplified sequence. The presence or absence of an 
amplified sequence can be detected by an appropriate 
method. 

A practical application of this technique can be illus- 
trated by its use in facilitating the detection of sickle cell 
anemia via the oligomer restriction technique described 
herein and in EP 164,054, supra, and Saiki et al., Bio/- 
Technology, 3, pp 1008-1012 (1985), the disclosures of 
which are incorporated herein by reference. Sickle cell 
anemia is a hemoglobin disease which is caused by a 
single base pair change in the sixth codon of the 8- 
globin gene. 
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The method of this invention may also be used to 
detect directly single-base pair variations in nucleic acid 
sequence (such as genomic DNA) using sequence- 
specific oligonucleotides. This particular method is 
described in copending U.S. Ser. No. 899,344 filed Aug. 
22, 1986, the disclosure of which is incorporated herein 
by reference. 

In this method, the sequence variation, whether re- 
sulting from cancer, an infectious disease, or a genetic 
disease, e.g., a genetic lesion, is directly detected, elimi- 
nating the need for restriction digestion, electrophore- 
sis, and gel manipulations otherwise required. The use 
of sequence-specific oligonucleotides in a dot blot for- 
mat after amplification, as described herein, provides 
for improved specificity and sensitivity of the probe; an 
interpretable signal can be obtained with a 0.04 ug sam- 
ple in six hours. Also, if the amount of sample spotted 
on a membrane is increased to 0.1-0.5 ug, non-isotopi- 
cally labeled oligonucleotides may be utilized rather 
than the radioactive probes used in previous. methods. 
Furthermore, the process described hereinbelow is ap- 
plicable to use of sequence-specific oligonucleotides less 
than 19-mers in size, thus allowing use of more discrimi- 
natory sequence-specific oligonucleotides. 

Regarding genetic diseases, while RFLP requires a 
polymorphic restriction site to be associated with the 
disease, sequence-specific oligonucleotides directly de- 
tect the genetic lesion and are generally more useful for 
the analysis of such diseases as hemoglobin C disease, 
a-l-antitrypsin and @-thalassemia, which result from 
single-base mutations. In addition, the oligonucleotides 
can be used to distinguish between genetic variants 
which represent different alleles (e.g., HLA typing), 
indicating the feasibility of a sequence-specific oligonu- 
cleoside-based HLA typing kit that includes a thermo- 
stable enzyme. 

In one embodiment of the invention herein wherein a 
nucleoside variation in sequence is to be detected, the 
sample, amplified as described above using one primer 
for each strand of each nucleic acid suspected of con- 
taining the nucleoside variation, is spotted directly on a 
series of membranes and each membrane is hybridized 
with a different labeled sequence-specific oligonucleo- 
side probe. One procedure for spotting the sample on a 
membrane is described by Kafotos et al., Nucleic Acids 
Research, 7:1541-1552 (1979), the disclosure of which is 
incorporated herein by reference. 

Briefly, the DNA sample affixed to the membrane 
may be pretreated with a prehybridization solution 
containing sodium dodecyl sulfate, Ficoll, serum albu- 
min and various salts prior to the probe being added. 
Then, a labeled oligonucleoside probe which is specific 
to each sequence variation to be detected is added to a 
hybridization solution similar to the prehybridization 
solution. The hybridization solution is applied to the 
membrane and the membrane is subjected to hybridiza- 
tion conditions that will depend on the probe type and 
length, the type and concentration of ingredients, etc. 
Generally, hybridization is carried out at about 25° to 
75° C., preferably 35 to 65° C., for 0.25-50 hours, prefer- 
ably less than three hours. The greater the stringency of 
conditions, the greater the required complementarity 
for hybridization between the probe and sample. If the 
background level is high, stringency may be increased 
accordingly. The stringent conditions can also be incor- 
porated in the wash. 

After the hybridization, the sample is washed of un- 
hybridized probe using any suitable means such as by 
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22 
washing one or more times with varying concentrations 
of standard saline phosphate EDTA (SSPE) (180 mM 
NaCl, 10 mM NaHPO, and 1 M EDTA, pH 7.4) solu- 
tions at 25-75° C. for about 10 minutes to one hour, 
depending on the temperature. The label is then de- 
tected by using any appropriate detection technique: 

The sequence-specific oligonucleoside: employed 
herein is an oligonucleoside which is generally prepared 
and selected as described above for preparing and se- 
lecting the primers. As described above, the sequence- 
specific oligonucleoside must encompass the region of 
the sequence which spans the nucleoside variation being 
detected and must be specific for the nucleoside varia- 
tion being detected. For example, if it is desired to de- 
tect whether a sample contains the mutation for sickle 
cell anemia, one oligonucleoside will be prepared which 
contains the nucleoside sequence site characteristic of 
the normal B-globin gene and one oligonucleoside will 
be prepared which contains the nucleoside sequence 
characteristic of the sickle cell allele. Each oligonucleo- 
side would be hybridized to duplicates of the same 
sample to determine whether the sample contains the 
mutation. 

The polymorphic areas of HLA class 11 genes are 
localized to specific regions of the first exon and are 
flanked by conserved sequences, so that oligonucleoside 
primers complementary to opposite strands of the con- 
served 5’ and 3’ ends of the first exon can be prepared. 

The number of oligonucleotides employed for detec- 
tion of the polymorphic areas of the HLA class 11 genes 
will vary depending on the type of gene, which has 
regions of base pair variation which may be clustered or 
spread apart. If the regions are clustered, as in the case 
with HLA-DQ-a, then one oligonucleoside is employed 
for each allele. If the regions are spread apart, as in the 
case with HLA-DQ-8 and HLA-DR-f, then more 
than one probe, each encompassing an allelic variant, 
will be used for each allele.. In the case of HLA-DQ-8 
and HLA-DR-fthree probes are employed for the three 
regions of the locus where allelic variations may, occur. 
For detection of insulindependent diabetes mellitus 
(IDDM) four probes for the HLA-DR® second exon 
are employed. 

Haplotypes can be inferred from segregation analysis 
in families or, in some cases, by direct analysis of the 
individual DNA sample. Specific allelic combinations 
(haplotypes) of sequencespecific oligonucleoside reac- 
tivities can be identified in heterozygous cells by using 
restriction enzyme digestion of the genomic DNA prior 
to amplification. 

For example, if in DQ8 one finds three highly vari- 
able subregions A, B, and C. within a single amplified 
region, and if there are six different sequences at each 
region (A1-6, B1-6, C1-6), then an individual could be 
typed in the DQ8 locus by sequence-specific oligonu- 
cleoside probe analysis as containing Al, A2., B2, B3; 
C1, C4, with the possible haplotype combinations of AI, 
B2, CI; AI, B2, C4; A2, B2, CI; A2, B2, C4., AI, B3, CI, 
A1, B3, C4; AI, B2, C1; and A1, B2, C4. 

If the genomic DNA is digested with a polymorphic 
restriction enzyme prior to amplification, and if the 


enzyme cuts both alleles between the primers, there is 


no reactivity with the sequencespecific probes due to 
lack of amplification, and the result is uninformative. If 
the enzyme cuts neither allele, the probe results with 
digested and undigested genomic DNA are the same 
and the result is uninformative. If the enzyme cuts only 
one allele, however, then one can infer both haplotypes 
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by comparing the probe reactivity patterns on digested 
and undigested DNA. 

The haplotypes can be deduced by comparing se- 
quence-specific oligonucleoside reactivities with uncut 
genomic DNA and genomic DNA cut with one or 
several enzymes known to be polymorphic and to rec- 
ognize sites between the primers. 

The length of the sequence-specific oligonucleoside 
will depend on many factors, including the particular 
target molecule being detected, the source of oligonu- 
cleoside, and the nucleoside composition. For purposes 
herein, the sequence-specific oligonucleoside typically 
contains 15-25 nucleosides, although it may contain 
more or fewer nucleosides. While oligonucleotides 
which are at least 19 mers in length may enhance speci- 
ficity and/or sensitivity, probes which are less than 19 
mers, e.g., 16-mers, may show more sequence-specific 
discrimination presumably because a single mismatch is 
more destabilizing. Because amplification increases 
specificity so that a longer length is less critical, and 
hybridization and washing temperatures can be lower 
for the same salt concentration, it is preferred to use 
oligonucleotides which are less than 19 mers in length. 

` Where the sample is first placed on the membrane and 
then detected with the oligonucleoside, the oligonu- 
cleoside must be labeled with a suitable label moiety, 
which may be detected by spectroscopic, photochemi- 
cal, biochemical, immunochemical or chemical means. 
Immunochemical means include antibodies which are 
capable of forming a complex with the oligonucleoside 
under suitable conditions, and biochemical means in- 
clude polypeptides or lectins capable of forming a com- 
plex with the oligonucleoside under the appropriate 
conditions. Examples include fluorescent dyes, elec- 
tron-dense reagents, enzymes capable of depositing 
insoluble reaction products or being detected 
chromogenically, such as horseradish peroxidase, alka- 
line phosphatase, a radioactive label such as 32P, or 
biotin. If biotin is employed, a spacer arm may be uti- 
lized to attach it to the oligonucleoside. Preferably, the 
label moiety is horseradish peroxidase. 

Alternatively, in one “reverse” dot blot format, at 
least one of the primers and/or at least one of the four 
nucleoside triphosphates is labeled with a detectable 
label, so that the resulting amplified sequence is labeled. 
These labeled moieties may be present initially in the 
reaction mixture or added during a later cycle of the 
amplification to introduce the label to the amplification 
product. Then an unlabeled sequence-specific oligonu- 
cleoside capable of hybridizing with the amplified nu- 
cleic acid sequence, if the sequence variation(s) 
(whether normal or mutant) is/are present, is spotted on 
(affixed to) the membrane under prehybridization con- 
ditions as described above. The amplified sample is then 
added to the pretreated membrane under hybridization 
conditions as described above. Finally, detection means 
are used to determine if an amplified sequence in the 
nucleic acid sample has hybridized to the oligonucleo- 
side affixed to the membrane. Hybridization will occur 
only if the membrane-bound sequence containing the 
variation is present in the amplification product, i.e., 
only if a sequence of the probe is complementary to a 
region of the amplified sequence. 

In another version of the “reverse” dot blot format, 
the amplification is carried out without employing a 
label as with the “forward” dot blot format described 
above, and a labeled sequencespecific oligonucleoside 
probe capable of hybridizing with the amplified nucleic 
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acid sequence containing the variation, if present, is 
spotted on (affixed to) the membrane under prehybridi- 
zation conditions as described above. The amplified 
sample is then added to the pretreated membrane under 
hybridization conditions as described above. Then the 
labeled oligonucleoside or a fragment thereof is released 
from the membrane in such a way that a detection 
means can be used to determine if an amplified sequence 
in the sample hybridized to the labeled oligonucleoside. 
The release may take place, for example, by adding a 
restriction enzyme to the membrane which recognizes a 
restriction site in the probe. This procedure, known as 
oligomer restriction, is described more fully in EP Pa- 
tent Publication 164,054 published Dec. 11, 1985, the 
disclosure of which is incorporated herein by reference. 

In both the forward and reverse dot blot methods, the 
genetic diseases which may be detected include specific 
deletions, insertions and/or substitutions in any base 
pair mutation or polymorphism in nucleic acids, for 
example, genomic DNA, from any organism. Examples 
of diseases in which base pair variation is known include 
sickle cell anemia, hemoglobin C disease, a-thalassemia, 
B-thalassemia, and the like. Other diseases that may be 
detected include cancerous diseases such as those in- 
volving the RAS oncogenes, e.g., the n-RAS oncogene, 
and infectious diseases. 

A dot blot process may also be used for HLA typing 
in the areas of tissue transplantation, disease susceptibil- 
ity, and paternity determination. The HLA class 11 
genes, consisting of the a0 and £ 9enes from the HLA- 
DR, HLA-DQ and HLA-DP regions, are highly poly- 
morphic; their genetic complexity at the DNA level is 
significantly greater than the polymorphism currently 
defined by serological typing. In addition, the process 
herein may be employed to detect certain DNA sequen- 
ces coding for HLA class 11 proteins (e.g., DRB) asso- 
ciated with insulin-dependent diabetes melliters, 
(IDDM) as described more fully in copending U.S. Ser. 
No 899,512 filed Aug. 22, 1986, the disclosure of which 
is incorporated herein by reference. Briefly, the four 
DNA sequences associated with IDDM are selected 
from the group consisting of: 

(1) 5’-GAGCTGCGTAAGTCTGAG-3’ , 

(2) 5'-GAGGAGTTCCTGCGCTTC-3’ , 

(3) 5'-CCTGTCGCCGAGTCCTGG-3’ , and 

(4) 5'-GACATCCTGGAAGACGAGAGA-3’, or 

the DNA strands that are complementary thereto. 
Sequence-specific probes may be prepared that will 
hybridize to one or more of these sequences. 

Various infectious diseases can be diagnosed by the 
presence in clinical samples of specific DNA sequences 
characteristic of the causative microorganism. These 
include bacteria, such as Salmonella, Chlamydia, Neis- 
seria., viruses, such as the hepatitis viruses, and para- 
sites, such as the Plasmodium responsible for malaria. 
U.S. Patent Reexamination Certificate B14,358,535 is- 
sued on May 13, 1986 to Falkow et al. describes the use 
of specific DNA hybridization probes for the diagnosis 
of infectious diseases. A relatively small number of 
pathogenic organisms may be present in a clinical sam- 
ple from an infected patient and the DNA extracted 
from these may constitute only a very small fraction of 
the total DNA in the sample. Specific amplification of 
suspected sequences prior to immobilization and hy- 
bridization detection of the DNA samples could greatly 
improve the sensitivity and specificity of traditional 
procedures. 


4,965,188 


25 

Routine clinical use of DNA probes for the diagnosis 
of infectious diseases would be simplified considerably 
if nonradioactively labeled probes could be employed as 
described in EP 3,879 to Ward. In this procedure biotin- 
containing DNA probes are detected by chromogenic 
enzymes linked to avidin or biotin-specific antibodies. 
This type of detection is convenient, but relatively in- 
sensitive. The combination of specific DNA amplifica- 
tion by the present method and the use of stably labeled 
probes could provide the convenience and sensitivity 
required to make the Falkow and Ward procedures 
useful in a routine clinical setting. 

A specific use of the amplification technology for 
detecting or monitoring for the AIDS virus is described 
in copending U.S. Ser. No. 818,127 filed Jan. 10, 1986, 
the disclosure of which is incorporated herein by refer- 
ence. Briefly, the amplification and detection process is 
used with primers and probes which are designed to 
amplify and detect, respectively, nucleic acid sequences 
which are substantially conserved among the nucleic 
acids in AIDS viruses and specific to the nucleic acids 
in AIDS viruses. Thus, the sequence to be detected 
must be sufficiently complementary to the nucleic acids 
in AIDS viruses to initiate polymerization, preferably at 
room temperature, in the presence of the enzyme and 
nucleoside triphosphates. 

In addition, the probe may be a biotinylated probe in 
which the biotin is attached to a spacer arm of the for- 
mula: 


H 
l 
—Y—(CH22—O—[(CH2)x0];—CH2CH:2—N— 
where Y is O, NH or N-CHO, x is a number from 1 to 


4, and y is a number from 2 to 4. The spacer arm is in 
turn attached to a psoralen moiety of the formula: 


CH3 
a CH2— 
ie) o o CH3 


CH3 


The psoralen moiety intercalates into and crosslinks a 
“gapped circle” probe as described by Courage-Tebbe 
et al, Biochim. Biophys. Acta, 697 (1982) 1-5, wherein 
the single-stranded hybridization region of the gapped 
circle spans the region contained in the primers. The 
details of this biotinylation and dot blot procedure are 
described more fully in commonly assigned U.S. Pat. 
No. 4,582,789 issued Apr. 5, 1986 and U.S. Pat. No. 
4,617,261 issued Oct. 14, 1986, the disclosures of which 
are incorporated herein by reference. 

The amplification process can also be utilized to pro- 
duce sufficient quantities of DNA from a single. copy 
human gene such that detection by a simple non-specific 
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DNA stain such as ethidium bromide can be employed . 


to diagnose DNA directly. 

In addition to detecting infectious diseases and patho- 
logical abnormalities in the genome of organisms, the 
process herein can also be used to detect DNA poly- 
morphism that may not be associated with any patho- 
logical state. 

The following examples are offered by way of illus- 
tration and are not intended to limit the invention in any 
manner, In these examples all percentages are by weight 
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if for solids and by volume if for liquids, unless other- 
wise noted, and all temperatures are in degrees Celsius 
unless otherwise noted. 


EXAMPLE I 
I. Synthesis of the Primers 


The following two oligonucleoside primers were 
prepared by the method described below: 





5'-ACACAACTGTGTTCACTAGC-3' (PC03) 
5'-CAACTTCATCCACGTTCACC-3' (PC04) 


These primers, both 20-mers, anneal to opposite 
strands of the genomic DNA with their 5’ ends sepa- 
rated by a distance of 110 base pairs. 

A. Automated Synthesis Procedures: The diethyl- 
phosphoramidites, synthesized according to Beaucage 
and Caruthers (Tetrahedron Letters (1981) 
22:1859-1862) were sequentially condensed to a nucleo- 
side derivatized controlled pore glass support using a 
Biosearch SAM-1. The procedure included. detrityla- 
tion with trichloroacetic acid in dichloromethane, con- 
densation using benzotriazole as activating proton do- 
nor, and capping with acetic anhydride and dime- 
thylaminopyridine in tetrahydrofuran and pyridine. 
Cycle time was approximately 30 minutes. Yields at 
each step were essentially quantitative and were deter- 
mined by collection and spectroscopic examination of 
the dimethoxytrityl. alcohol released during detrityla- 
tion. 

B. Oligodeoxyribonucleoside Deprotection and Puri- 
fication Procedures: The solid support was removed 
from the column and exposed to 1 ml concentrated 
ammonium hydroxide at room temperature for four 
hours in a closed tube. The support was then removed 
by filtration and the solution containing the partially 
protected oligodeoxynucleoside was brought to 55° C 
for five hours. Ammonia was removed and the residue 
was applied to a preparative polyacrylamide gel. Elec- 
trophoresis was carried out at 30 volts/cm for 90 min- 
utes after which the band containing the product was 
identified by UV shadowing of a fluorescent plate. The 
band was excised and eluted with 1 ml distilled water 
overnight at 4° C. This solution was applied to an Al- 
tech RP18 column and eluted with a 7-13% gradient of 
acetonitrile in 1% ammonium acetate buffer at pH 6.0. 
The elution was monitored by UV absorbance at 260 
nm and the appropriate fraction collected, quantitated 
by UV absorbance in a fixed volume and evaporated to 
dryness at room temperature in a vacuum centrifuge. 

C. Characterization. of Oligodeoxyribonucleosides: 
Test aliquots of the purified oligonucleotides were 32P 
labeled with polynucleoside kinase and y-32P-ATP. The 
labeled compounds were examined by autoradiography 
of 14-20% polyacrylamide gels.after electrophoresis for 
45 minutes at 50 volts/cm. This procedure verifies the 
molecular weight. Base composition was determined by 
digestion of the oligodeoxyribonucleoside to nucleo- 
sides by use of venom diesterase and bacterial alkaline 
phosphatase and subsequent separation and quantitation 
of the derived nucleosides using a reverse phase HPLC 
column and a 10% acetonitrile, 1% ammonium acetate 
mobile phase. 


4,965,188 


27 


II. Isolation of Human Genomic DNA from Cell Line 


High molecular weight genomic DNA was isolated 
from a T cell line, Molt 4, homozygous for normal 
B-globin available from the Human Genetic Mutant 
Cell Depository, Camden, NJ as GM2219C using essen- 
tially the method of Maniatis et al., supra, p. 280-281. 


Ill. Purification of a Polymerase From Thermiis 
aquaticus 


Thermus aquaticus strain YT1, available without re- 
striction from the American Type Culture Collection, 
12301 Parkiawn Drive, Rockville, MD, as ATCC No. 
25,104 was grown in flasks in the following medium: 


Sodium Citrate 1 mM 
Potassium Phosphate, pH 7.9 5 mM 
Ammonium Chloride 10 mM 
Magnesium Sulfate 0.2 mM 
Calcium Chloride 0.1 mM 
Sodium Chloride 1 gf 
Yeast Extract 1 g/l 
Tryptone 1 gl 
Glucose 2 g/l 
Ferrous Sulfate 0.01 mM 


(The pH was adjusted to 8.0 prior to autoclaving.) 

A 10-liter fermentor was inoculated from a seed flask 
cultured overnight in the above medium at 70° C. A 
total of 600 ml from the seed flask was used to inoculate 
10 liters of the same medium. The pH was controlled at 
8.0 with ammonium hydroxide with the dissolved oxy- 
gen at 40%, with the temperature at 70° C., and with the 
stirring rate at 400 rpm. 

After growth of the cells, they were purified using 
the protocol (with slight modification) of Kaledin et al., 
supra, through the first five stages and using a different 
protocol for the sixth stage. All six steps were con- 
ducted at 4° C. The rate of fractionation on columns 
was 0.5 columns/hour and the volumes of gradients 
during elution were 10 column volumes. An alternative 
and preferred purification protocol is described in Gel- 
fand et al., U.S. Pat. No. 4,889,818, entitled “Purified 
Thermostable Enzyme”, the entire disclosure of which 
is incorporated herein by reference. 

Briefly, the above culture of the T. aquaticus cells 
was harvested by centrifugation after nine hours of 
cultivation, in late log phase, at a cell density of 1.4 g 
dry weight/1. Twenty grams of cells were resuspended 
in 80 ml of a buffer consisting of 50 mM Tris.HCl pH 
7.5,0.1 mM EDTA. Cells were lysed and the lysate was 
centrifuged for two hours at 35,000 rpm in a Beckman 
TI 45 rotor at 4° C. The supernatant was collected 
(fraction A) and the protein fraction precipitating be- 
tween 45 and 75% saturation of ammonium sulfate was 
collected, dissolved in a buffer consisting of 0.2 M po- 
tassium phosphate buffer, pH 6.5, 10 mM 2-mercaptoe- 
thanol, and 5% glycerine, and finally dialyzed against 
the same buffer to yield fraction B. 

Fraction B was applied to a 2.230-cm column of 
DEAEcellulose, equilibrated with the above described 
buffer. The column was then washed with the same 
buffer and the fractions containing protein (determined 
by absorbance at 280 nm) were collected. The com- 
bined protein fraction was dialyzed against a second 
buffer, containing 0.01 M potassium phosphate buffer, 
pH 7.5, 10 mM 2mercaptoethanol, and 5% glycerine, to 
yield fraction C. 
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Fraction C was applied to a 2.6X21-cm column of 
hydroxyapatite, equilibrated with a second buffer. The 
column was then washed and the enzyme was eluted 
with a linear gradient of 0.01-0.5 M potassium phos- 
phate buffer, pH 7.5, containing 10 mM 2-mercaptoe- 
thanol and 5% glycerine. Fractions containing DNA 
polymerase activity. (90-180 mM potassium phosphate) 
were combined, concentrated four-fold using an Ami- 
con stirred cell and YM10 membrane, and dialyzed 
against the second buffer to yield fraction D. 

Fraction D was applied to a 1.628-cm column of 
DEAE cellulose, equilibrated with the second buffer. 
The column was washed and the polymerase was eluted 
with a linear gradient of 0.01-0.5 M potassium phos- 
phate in the second buffer. The fractions were assayed 
for contaminating endonuclease(s) and exonuclease(s) 
by electrophoretically detecting the change in molecu- 
lar weight of phage à DNA or supercoiled plasmid 
DNA after incubation with an excess of DNA polymer- 
ase (for endonuclease) and after treatment with a re- 
striction enzyme that cleaves the DNA into several 


` fragments (for exonuclease). Only those DNA polymer- 
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ase fractions (65-95 mM potassium phosphate) having 
minimal nuclease contamination were pooled. To the 
pool was added autoclaved gelatin in an amount of 250 
pg/ml, and dialysis was conducted against the second 
buffer to yield Fraction E. 

Fraction E was applied to a phosphocellulose column 
and eluted with a 100 ml gradient (0.01-0.4 M KCl 
gradient in 20 mM potassium phosphate buffer pH 7.5). 
The fractions were assayed for contaminating endo/ex- 
onuclease(s) as described above as well as for polymer- 
ase activity (by the method of Kaledin et al.) and then 
pooled. The pooled fractions were dialyzed against the 
second buffer, then concentrated by dialysis against 
50% glycerine and the second buffer. 

The molecular weight of the polymerase was deter- 
mined by SDS PAGE. Marker proteins (Bio-Rad low 
molecular weight standards) were phosphorylase B 
(92,500), bovine serum albumin (66,200), ovalbumin 
(45,000), carbonic anhydrase (31,000), soybean trypsin 
inhibitor (21,500), and lysozyme (14,400). 

Preliminary data suggest that the polymerase has a 
molecular weight of about 86,000-90,000 daltons, not 
62,000-63,000 daltons reported in the literature (e.g., by 
Kaledin et al.). 

The polymerase was incubated in 50 ul of a mixture 
containing 25 mM Tris-HCl pH 6.4 and pH 8.0, 0.1 M 
KCl, 10 mM MgCl, ! mM 2-mercaptoethanol, 10 
nmoles each of dGTP, dATP, and TTP, and 0.5 Ci 
CH) dCTP, 8 ug “activated” calf thymus DNA, and 
0.5-5 units of the polymerase. “Activated” DNA is a 
native preparation of DNA after partial hydrolysis with 
DNase I until 5% of the DNA was transferred to the 
acid-soluble fraction. The reaction was conducted at 
70° C. for 30 minutes, and stopped by adding 50 ul of a 
saturated aqueous solution of sodium pyrophosphate 
containing 0.125 M EDTA-Na2 Samples were pro- 
cessed and activity was determined as described by 
Kaledin et al., supra. 

The results showed that at pH 6.4 the polymerase was 
more than one-half as active as at pH 8.0. In contrast, 
Kaledin et al. found that at pH about 7.0, the enzyme 
therein had 8% of the activity at pH 8.3. Therefore, the 
pH profile for the instant thermostable enzyme is 
broader than that for the Kaledin et al. enzyme. 

Finally, when only one or more nucleoside triphos- 
phates were eliminated from a DNA polymerase assay 
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reaction mixture, very little, if any, activity was ob- 
served using the enzyme herein, which activity was 
consistent with the expected value and with an enzyme 
exhibiting high fidelity. In contrast, the activity ob- 
tained using the Kaledin et al. (supra) enzyme is not 
consistent with the expected value, and suggests misin- 
corporation of nucleoside triphosphate(s). 


IV. Amplification Reaction 


One microgram of the genomic DNA described 
above was diluted in an initial 100 ul aqueous reaction 
volume containing 25 mM Tris.HC]1 buffer (pH 8.0), 50 
mM KCl, 10 mM MgCl. 5 mM dithiothreitol, 200 
pg/ml gelatin, 1 uM of primer PCO3, 1 uM of primer 
PCo4, 1.5 mM dATP, 1.5 mM dCTP, 1.5 mM dGTP and 
1.5 mM TTP. The sample was heated for 10 minutes at 
98° C. to denature the genomic DNA, then cooled to 
room temperature. Four microliters of the polymerase 
from Thermus aquaticus was added to the reaction mix- 
ture and overlaid with a 100 pl mineral oil cap. The 
sample was then placed in the aluminum heating block 
of the liquid handling and heating instrument described 
in copending U.S. Application Ser. No. 833,368 filed 
Feb. 25, 1986, the disclosure of which is incorporated 
herein by reference. 

The DNA sample underwent 20 cycles of amplifica- 
tion in the machine, repeating the following program 
cycle: 

(1) heating from 37° C. to 98° C. in heating block over 
a period of 2.5 minutes., and 

(2) cooling from 98° C. to 37° C. over a period of 
three minutes to allow the primers and DNA to anneal. 

After the last cycle, the sample was incubated for an 
additional 10 minutes at 55° C. to complete the final 
extension 


V. Synthesis and Phosphorylation of 
Oligodeoxyribonucleoside Probes 


A labeled DNA probe, designated RS24, of the fol- 
lowing sequence was prepared: 
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tation of the reaction product indicated that for RS24 
the Specific activity was 4.3 vCi/pmole and the final 
concentration was 0.118 pmole/j.l. 


VI. Dot Blot Hybridizations 


Four microliters of the amplified sample from Section 
IV and 5.6 ul of appropriate dilutions of B-globin plas- 
mid DNA calculated to represent amplification efficien- 
cies of 70, 75, 80, 85, 90, 95 and 100% were diluted with 
200 ul 0.4 N NaOH, 25 mM EDTA and spotted onto a 
Genatran 45 (Plasco) nylon filter by first wetting the 
filter with water, placing it in a Bio-Dot (Bio-Rad, 
Richmond, CA) apparatus for preparing dot blots 
which holds the filters in place, applying the samples, 
and rinsing each well with 0.1 ml of 20x SSPE (3.6 M 
NaCl, 200 mM NaH2PO«, 20 mM EDTA), as disclosed 
by Reed and Mann, Nucleic Acids Research, 13, 
7202-7221 (1985). The filters were then removed, rinsed 
in 20X SSPE, and baked for 30 minutes at 80° C. in a 
vacuum oven. 

After baking, each filter was then contacted with 16 
ml of a hybridization solution consisting of 3x SSPE, 
5x Denhardt’s solution (1 X =0.02% polyvinylpyrroli- 
done, 0.02% Ficoll, 0.02% bovine serum albumin,, 0.2 
mM Tris, 0.2 mM EDTA, pH 8.0), 0.5% SDS and 30% 
formamide, and incubated for two hours at 42° C. Then 
2 pmole of probe RS24 was added to the hybridization 
solution and the filter was incubated for two minutes at 
42°C. 

Finally, each hybridized filter was washed twice with 
100 ml of 2XSSPE and 0.1% SDS for 10 minutes at 
room temperature. Then the filters were treated once 
with 100 ml of 2XSSPE, 0.1% SDS at 60° C. for 10 
minutes. 

Each filter was then autoradiographed, with the sig- 
nal readily apparent after two hours. 


VII. Discussion of Autoradiogram 


The autoradiogram of the dot blots was analyzed 
after two hours and compared in intensity to standard 


ee 
5’**CCCACAGGGCAGTAACGGCAGACTTCTCCTCAGGAGTCAG-3' (RS24) 


where * indicates the label. This probe is 40 bases long, 
spans the fourth through seventeenth codons of the 
gene, and is complementary to the normal £-globin 
allele (84). The schematic diagram of primers and 
probes is given below: 


< 110 bp > 
B-globin 
PCO3 RS24 PC% 


This probe was synthesized according to the proce- 
dures described in Section I of Example I. The probe 
was labeled by contacting 20 pmole thereof with 4 units 
of T4 polynucleoside kinase (New England Biolabs) 
and about 40 pmole y-32?P-ATP (New England Nuclear, 
about 7000 Ci/mmole) in a 40 ul reaction volume con- 
taining 70 mM Tris buffer (pH 7.6), 10 mM MgCl, 1.5 
mM spermine, and 10 mM dithiothreitol for 60 minutes 
at 37° C. The total volume was then adjusted to 100 yl 
with 25 mM EDTA and purified according to the pro- 
cedure of Maniatis et al., Molecular Cloning (1982), 
466-467 over a ml Bio Gel P-4 (BioRad) spin dialysis 
column equilibrated with Tris-EDTA (TE) buffer (10 
mM Tris buffer, 0.1 mM EDTA, pH 8.0). TCA precipi- 
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serial dilution B-globin reconstructions prepared with 
HaellII/Mael-digested pBR.BA, where BA is the wild- 
type allele, as described in Saiki et al., Science. supra. 
Analysis of the reaction product indicated that the over- 
all amplification efficiency was about 95%, correspond- 
ing to a 630,000-fold increase in the 8-globin target 
sequence. 


EXAMPLE II 1. Amplification Reaction 


Two 1 pg samples of genomic DNA extracted from 
the Molt 4 cell line as described in Example I were each 
diluted in a 100 ul reaction volume containing 50 mM 
KCl, 25 mM Tris.HC! buffer pH 8.0, 10 mM MgCli2,1 
uM of primer PCO3 ı nM of primer PCOs, 200 pg/ml 
gelatin, 10% dimethylsulfoxide (by volume), and 1.5 
mM each of dATP, dCTP, dGTP and TTP. After this 
mixture was heated for 10 minutes at 98° C. to denature 
the genomic DNA, the samples were cooled to room 
temperature and 4 pl of the polymerase from Thermus 
aquaticus described in Example I was added to each 
sample. The samples were overlaid with mineral oil to 
prevent condensation and evaporative loss. 
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One of the samples was placed in the heating block of 
the machine described in Example I and subjected to 25 
cycles of amplification, repeating the following pro- 
gram cycle: 

(1) heating from 37 to 93° C. over a period of 2.5 
minutes., 

(2) cooling from 93° C. to 37° C. over a period of 
three minutes to allow the primers and DNA to anneal., 
and 

(3) maintaining at 37° C. for two minutes. 

After the last cycle the sample was incubated for an 
additional 10 minutes at 60° C. to complete the final 
extension reaction. 

The second sample was placed in the heat-conducting 
container of the machine, described in more detail in 
copending U.S. patent application Ser. No. 899,061 filed 
Aug. 22, 1986. The heat-conducting container is at- 
tached to Peltier heat pumps which adjust the tempera- 
ture upwards or downwards and a microprocessor con- 
troller to control automatically the amplification se- 
quence, the temperature levels, the temperature ramp- 
ing and the timing of the temperature. The second sam- 
ple was subjected to 25 cycles of amplification, repeat- 
ing the following program cycle: (1) heating from 37 to 
95° C. over a period of three minutes; (2) maintaining at 
95° C. for 0.5 minutes to allow denaturation to occur; 
(3) cooling from 95 to 37° C. over a period of one min- 
ute; (4) maintaining at 37° C. for one minute. 


II. Analysis 


Two tests were done for analysis, a dot blot and an 
agarose gel analysis. 

For the dot blot analysis, a labeled DNA probe, des- 
ignated RS4g, of the following sequence was prepared. 


5'-*CTCCTGAGGAGAAGTCTGC-3'(RS18) 


where * indicates the label. This probe is 19 bases long, 
spans the fourth through seventeenth codons of the 
gene, and is complementary to the normal p-globin 
allele (uA). The schematic diagram of primers and 
probes is given below: 


€ 110 bp > 
B-globin 
PCO3 RS18 PCO4 


This probe was synthesized according to the proce- 
dures described in Section I of Example 1. The probe 
was labeled by contacting 10 pmole thereof with 4 units 
of T4 polynucleotide kinase (New England Biolabs) and 
about 40 pmole y—32p-ATP (New England Nuclear, 
about 7000 Ci/mmole) in a 40 ul reaction: volume con- 
taining 70 mM Tris.HC] buffer (pH 7.6), 10 mM MgCl, 
1.5 mM spermine and 10 mM dithiothreitol for 60 min- 
utes at 37° C. The total volume was then adjusted to 100 
pl with 25 mM EDTA and purified according to the 
procedure of Maniatis et al., supra, p. 466-467 over a 1 
ml Bio Gel P-4 (BioRad) spin dialysis column equili- 
brated with Tris-EDTA (TE) buffer (10 mM Tris.HCl 
buffer, 0.1 mM EDTA, pH 8.0). TCA precipitation of 
the reaction product indicated that for RSi the specific 
activity was 4.6 uCi/pmole and the final concentration 
was 0.114 pmole/yl. 

Five microliters of the amplified sample from Section 
I and of a sample amplified as described above except 
using the Klenow fragment of E. coli DNA Polymerase 
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I instead of the thermostable enzyme were diluted with 
195 ul 0.4 N NaOH, 25 mM EDTA and spotted onto 
two replicate Genatran 45 (Plasco) nylon filters by first 
wetting the filters with water, placing them in a Bio- 
Dot (Bio-Rad, Richmond, CA) apparatus for preparing 
dot blots which holds the filters in place, applying the 
samples, and rinsing each well with 0.4 ml of 20x SSPE 
(3.6 M NaCl, 200 mM NaH2PO4, 20 mM and Mann, 
supra. The filters were then removed, rinsed in 
20X SSPE, and baked for 30 minutes at 80° C. in a 
vacuum oven. 

After baking, each filter was then contacted with 6 ml 
of a hybridization solution consisting of 5XSSPE, 
5X Denhardt’s solution (1X =0.02% polyvinylpyrroli- 
done, 0.02% Ficoll, 0.02% bovine serum albumin, 0.2 
mM Tris, 0.2 mM EDTA, pH 8.0) and 0.5% SDS, and 
incubated for 60 minutes at 55° C. Then 5 pl of probe 
RS18 was added to the hybridization solution and the 
filter was incubated for 60 minutes at 55° C. 

Finally, each hybridized filter was washed twice with 
100 mi of 2XSSPE and 0.1% SDS for 10 minutes’ at 
room temperature. Then the filters were treated twice 
more with 100 mi of 5X SSPE, 0.1% SDS at 60° C. for 
1) one minute and 2) three minutes, respectively. 

Each filter was then autoradiographed, with the sig- 
nal readily apparent after 90 minutes. 

In the agarose gel analysis, 5 ul each amplification 
reaction was loaded onto 4% NuSieve/0.5% agarose 
gel in 1x TBE buffer (0.089 M Tris, 0.089 M boric acid, 
and 2 mM EDTA) and electrophoresed for 60 minutes 
at 100 V. After staining with ethidium bromide, DNA 
was visualized by UV fluorescence. 

The results show that the machines used in Example 
I and this example were equally effective in amplifying 
the DNA, showing discrete high-intensity 110-base pair 
bands of similar intensity, corresponding to the desired 
sequence, as well as a few other discrete bands of much 
lower intensity. In contrast, the amplification method as 
described in Example I of copending U.S. patent appli- 
cation Ser. No. 839,331 filed Mar. 13, 1986, supra, 
which involves reagent transfer after each cycle using 
the Klenow fragment of E. coli Polymerase I, gave a 
DNA smear resulting from the non-specific amplifica- 
tion of many unrelated DNA sequences. 

It is expected that similar improvements in amplifica- 
tion and detection would be achieved in evaluating 
HLA-DQ, DR and DP regions. 

If in the above experiments the amplification reaction 
buffer contains 2 mM MgCl) instead of 10 mM MgClo 
and 150-200 uM of Z' and if the lower each nucleotide 
rather than 1.5 mM of each, temperature of 37° C. is 
raised to 45-58° C. during amplification, better specific- 
ity and efficiency of amplification occurs. Also, DMSO 
was found not necessary or preferred for amplification. 


EXAMPLE III 
Amplification and Cloning 


For amplification of a 119-base pair fragment on the 
human p-globin gene, a total of 1 microgram each of 
human genomic DNA isolated from the Molt 4 cell line 
or from the GM2064 cell line (representing a homozy- 
gous deletion of the 8- and 6-hemoglobin region and 
available from the Human Genetic Mutant Cell Deposi- 
tory., Camden, NJ) as described above was amplified in 
a 100 pi reaction volume containing 50 mM KCl, 25 
mM Tris.HCl pH 8, 10 mM MgCl», 200 pg/ml gelatin, 5 
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mM 2-mercaptoethanol, 1.5 mM each of dATP, dCTP, 
TTP, and dGTP, and 1 uM of each of the following 
primers: 


5'-CTTCTGcagCAACTGTGTTCACTAGC-3' (GH18) 
5'-CACaAgCTTCATCCACGTTCACC-3' (GH19) 
where lower case letters denote mismatches from wild- 
type sequence to create restriction enzyme sites. GH18 
is a 26-base oligonucleotide complementary to the nega- 
tive strand and contains an internal PstI site. GH19 is a 
29-base oligonucleotide complementary to the plus 
strand and contains an internal HindIII recognition 
sequence. These primers were selected by first screen- 
ing the regions of the gene for homology to the PstI and 
HindIII restriction sites. The primers were then pre- 
pared as described in Example I. 

The above reaction mixtures were heated for 10 min- 
utes at 5° C. and then cooled to room temperature. A 
total of 4 n1 of the polymerase described in Example I 
was added to each reaction mixture, and then each 
mixture was overlayed with mineral oil. The reaction 
mixtures were subjected to 30 cycles of amplification 
with the following program: 

2.5 min. ramp, 37 to 98° C. 

3 min. ramp, 98 to 37° C. 

2 min. soak, 37° C. 

After the last cycle, the reaction mixtures were incu- 
bated for 20 minutes at 65° C. to complete the final 
extension. The mineral oil was extracted with chloro- 
form and the mixtures were stored at —20° C. 

A total of 10 ul of the amplified product was digested 
with 0.5 ug M13mp10 cloning vector, which is publicly 
available from Boehringer-Mannheim, in a 50 ul vol- 
ume containing 50 mM NaCl, 10 mM Tris.HCl, pH 7.8, 
10 mM MgCl, 20 units PstI and 26 units HindIII for 90 
minutes at 37° C. The reaction was stopped by freezing 
at —20° C. The volume was adjusted to 110 pl with TE 
buffer and loaded (100 u1) onto a 1 ml BioGel P-4 spin 
dialysis column. One 0.1 mi fraction was collected and 
ethanol precipitated. 

(At this point it was discovered that there was u- 
globin amplification product in the GM2064 sample. 
Subsequent experiments traced the source of contami- 
nation to the primers, either GH18 or GH19. Because 
no other source of primers was available, the experi- 
ment was continued with the understanding that some 
cloned sequences would be derived from the contami- 
nating DNA in the primers.) 

The ethanol pellet was resuspended in 15 pl water, 
then adjusted to 20 pl volume containing 50 mM 
Tris.HCl, pH 7.8, 10 mM MgCh, 0.5 mM ATP, 10 mM 
dithiothreitol, and 400 units ligase. [One unit is the 
amount of enzyme required to give 50% ligation of 
HindIII digested XDNA in 30 minutes at 16° C. in 20 
plat a 5’ termini concentration of 0.12 mM (about 330 
pg/ml)]. This mixture was incubated for three hours at 
16° C. 

Ten microliters of ligation reaction mixture contain- 
ing Molt digested ADNA was transformed into E. coli 
strain JMI03 competent cells, which are publicly avail- 
able from BRL in Bethesda, MD. The procedure fol- 
lowed for preparing the transformed strain is described 
in Messing, J. (1981) Third Cleveland Symposium on 
Macromolecules:Recombinant DNA, ed. A. Walton, 
Elsevier, Amsterdam, 143-163. A total of 651 colorless 
plaques (and 0 blue plaques) were obtained. Of these, 
119 had a (+)strand. insert (18%) and 19 had a (—)- 
strand insert (3%). This is an increase of almost 20-fold 


34 
over the percentage of u-globin positive plaques among 
the primer-positive plaques from the amplification tech- 
nique using Klenow fragment of E. coli Polymerase I, 
where the reaction proceeded for two minutes at 25° C., 


5 after which the steps of heating to 100° C. for two min- 
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utes, cooling, adding Klenow fragment, and reacting 
were repeated nine times. These results confirm the 
improved specificity of the amplification reaction em- 
ploying the thermostable enzyme herein. 

In a later cloning experiment with GM2064 and the 
contaminated primers, 43 out of 510 colorless plaques 
(8%) had the (+)- strand insert. This suggests that ap- 
proximately one-half of the 119 clones from Molt 4 
contain the contaminant sequence. 

Ten of the (+)- strand clones from Molt 4 were se- 
quenced. Five were normal wild-type sequence and five 
had a single C to T mutation in the third position of the 
second codon of the gene (CAC to CAT). Four of the 
contaminant clones from GM2064 were sequenced and 
all four were normal. 

Restriction site-modified primers may also be used to 
amplify and clone and partially sequence the human 
N-ras oncogene and to clone segments of the HLA 
DQ-a, DQ-8 and DR-£ genes using the above tech- 
nique. 

Again, if the concentrations of MgClz and nucleotides 
are reduced to 2 mM and 150-200 pM, respectively, 
and the minimum cycling temperature is increased from 
37° C. to 45-58° C., the specificity and efficiency of the 
amplification reaction can be increased. 


EXAMPLE IV 


cDNA was made from 1 pg of rabbit reticulocyte 
mRNA (Bethesda Research Laboratories) in a 100 pl 
reaction volume containing 150 mM KCl, 50 mM 
Tris.HCI (pH 8.3), 10 mM MgClo, 5 mM DTT, 0.5 mM 
dATP, 0.5 mM dCTP, 0.5 mM TTP, 0.5 mM dGTP, 0.2 
pg oligo(dT)1218 (Pharmacia), 40 units RNasin 
(Promega Biotec), and 5 units AMV reverse transcrip- 
tase (BRL) and incubated for 30 minutes at 42° C. The 
reaction was stopped by heating for 10 minutes at 95° C. 
Two pg RNase A was added to the sample (2 pl of a 2 
mg/ml solution in water) and incubated for 10 minutes 
at 37° C. 

Three amplification reactions were done with the 
Klenow fragment using different pairs of primers. The 
primer pair PCO3/PCO4 define a 110-bp product. The 
primer pair RS45/oligo(dT)25-30 define an about 370- 
bp product, and the primer pair PCO3/oligo(dT)25-30 
an about 600-bp product. PCO3 PCO4, and RS45 are 
complementary to the human p-globin gene and each 
has two mismatches with the rabbit gene. PCO3 and 
PCO4 are described in Example I. RS45 has the se- 
quence: 5”-CAAGAAGGTGCTAGGTGCC-3”. 

The amplification reactions were performed with 
1/20th (5 pl of the cDNA described above in a 100 pl 
reaction volume containing 50 mM NaCl, 10 mM 
Tris.HCl (pH 7.6), 10 mM MgCl, 200 pg/ml gelatin, 
10% DMSO, 1 uM PCO3 or RSqs, 1 uM PCO4 or oli- 
go(dT)25-30, 1.5 mM dATP, 1.5 mM dCTP, 1.5 mM 
TTP and 1.5 mM dGTP. The samples were heated for 
five minutes at 98° C., then cooled to room temperature 
and overlayed with 100 ul mineral oil. 

The samples were subjected to 10 cycles of auto- 
mated amplification using the machine described in 
Example I and using the following program: 
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(1) heating from 37° C. to 98° C. in a heating block 
over 2.5 minutes (denature); 

(2) cooling from 98° C. to 37° C. over 3.0 minutes 
(anneal); 

(3) adding 1 unit Klenow fragment, and 

(4) maintaining at 37° C. for 20 minutes (extend). 

The final volume of each sample was about 140 ul. 

One-twentieth (7 ul) of each sample was analyzed by 
electrophoresis on a 2% agarose gel. After staining with 
ethidium bromide, discrete bands were seen in the 
PCO3/PCO4 and RS4s/oligo(dT) samples. The sizes of 
the bands were consistent with the expected lengths: 
110-bp for the former, about 370-bp for the latter. No 
evidence of amplification of an about 600-bp fragment 
with the PCO3/oligo(dT) primer pair was observed. 

The contents of the gel were Southern blotted onto a 
Genatran nylon membrane and hybridized with a nick- 
translated human 8globin probe, pBR328:betaA, de- 
scribed in Saiki et al., Science, supra, using standard 
techniques. The resulting autoradiogram extended the 
conclusions reached previously - the 110 and about 
370-bp fragments were p-globin specific amplification 
products and no significant amplification of the about 
600-bp band was detected. 

Three additional samples were amplified with the 
Taq polymerase obtained as described above using the 
same primer pairs described previously. Five microliter 
portions of cDNA were amplified in 100 ul reaction 
volumes containing 50 mM KCI, 25 mM Tris.HCl (pH 
8.0), 10 mM MgClo 200 ug/ml gelatin, 10% DMSO, 1 
uM PCO3 or RS45, 1 uM PCO4 or oligo-(dT)25-30, 1.5 
mM dATP, 1.5 mM dCTP, 1.5 mM TTP and 1.5 mM 
dGTP. The samples were heated for five minutes at 98° 
C., then cooled to room temperature. One microliter of 
Taq polymerase (1/8 dilution of lot 2) was added to 
each and overlayed with about 100 ul mineral oil. 

The samples were subjected to 9 cycles of amplifica- 
tion in the Peltier device described in the previous ex- 
ample using the following program: 

(1) 1 min., 35 to 60° C. ramp; 

(2) 12 min., 60 to 70° C. ramp (extend); 

(3) 1 min., 70-95° C. ramp (denature); 

(4) 30 sec., 95° C. soak; 

(5) 1 min., 95 to 35° C. ramp (anneal); and 

(6) 30 sec., 35° C. soak. 

After the last cycle, the samples were incubated an 
additional 10 minutes at 70° C. to complete the final 
(10th cycle) extension. The final volume of each was 
about 100 vi. 

As before, 1/20th (10 ul) of each sample was ana- 
lyzed on a agarose gel. In this gel, amplification prod- 
ucts were present in all three samples: 110-bp for 
PCO3/PCO4, about 370-bp for RS4s/oligo(dT), and 
about 600-bp for PCO3/oligo(dT). These results were 
confirmed by Southern transfer and hybridization with 
the pBR328:betaA probe. 

The production of the 600-bp product with Taq poly- 
merase but not with the Klenow fragment is significant, 
and suggests that Taq polymerase is capable of produc- 
ing longer DNA than the Klenow fragment. 


EXAMPLE V 


The Taq polymerase purified as described in Example 
VI of U.S. Pat. No. 4,889,818, supra, was diluted in a 
buffer described in that same copending U.S. applica- 
tion. 

A reaction buffer was then prepared containing 50 
mM KCl, 10 mM Tris-Cl, pH 8.3, 1.5 mM MgCh, 
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0.01% (w/v) gelatin, 200 uM each dNTP, 1 uM each of 
the primers that define a 500 base pair target sequence 
on a control template from bacteriophage A, and 2.0-2.5 
units Taq polymerase/assay in a final volume of 100 pl. 
Template was added to the reaction buffer, the sample 
placed in a 0.5 ml polypropylene tube, and the sample 
topped with 100 ul of heavy white mineral oil to pre- 
vent evaporation. [One unit of enzyme activity is de- 
fined as the amount of enzyme that will incorporate 10 
nmoles of dNTPs into acidinsoluble material in 30 min- 
utes at 74° C. Enzyme activity was assayed using the 
conditions of 25 mM TAPS-Cl pH 9.3, 50 mM KCl, 2 
mM MgCl, ı mM #-mercaptoethanol, 200 uM each 
dATP, dGTP, and TTP, 100 uM dCTP (mix cold and 
[a-32P]), 250 ug activated salmon sperm DNA, in final 
volume of 50 ul.] 

At least a 105-fold amplification was achieved when 
the following cycling conditions were employed, using 
1 ng of control template (bacteriophage X DNA) where 
the target sequence represented approximately 1% of 
the starting mass of DNA. 

First the template mixture was denatured for one 
minute, 30 seconds at 94° C. by placing the tube in a 
heat bath. Then the tube was placed in a heat bath at 37° 
C. for two minutes. Then the tube was placed in a heat 
bath at 72° C. for three minutes, and then in the heat 
bath at 94° C. for one minute. This cycle was repeated 
for a total of 25 cycles. At the erid of the 25th cycle, the 
heat denaturation step at 94° C. was omitted and re- 
placed by extending the 72° C. incubation step by an 
additional three minutes. Following termination of the 
assay, the samples were allowed to cool to room tem- 
perature and analyzed as described in previous exam- 
ples. 

The template may be optimally amplified with a dif- 
ferent concentration of dNTPs and a different amount 
of Taq polymerase. Also, the size of the target sequence 
in the DNA sample will directly impact the minimum 
time required for proper extension (72° C. incubation 
step). An optimization of the temperature cycling pro- 
file should be performed for each individual template to 
be amplified, to obtain maximum efficiency. 


EXAMPLE VI 


Several 1 ug samples of human genomic DNA were 
subjected to 20-35 cycles of amplification as described 
in Example V, with equivalent units of either Klenow 
fragment or Taq polymerase, and analyzed by agarose 
gel electrophoresis and Southern blot. The primers used 
in these reactions, PCO3 and PCO4, direct the synthesis 
of a 110-bp segment of the human beta-globin gene. The 
Klenow polymerase amplifications exhibited the smear 
of DNA typically observed with this enzyme, the ap- 
parent cause of which is the nonspecific annealing and 
extension of primers to unrelated genomic sequences 
under what were essentially non-stringent hybridization 
conditions (1 X Klenow salts at 37° C.). Nevertheless, by 
Southern blot a specific 110-bp beta-globin target frag- 
ment was detected in all lanes. A substantially different 
electrophoretic pattern was seen in the amplifications 
done with Taq polymerase where the single major band 
is the 110-bp target sequence. This remarkable specific- 
ity was undoubtedly due to the temperature at which 
the primers were extended. 

Although, like Klenow fragment amplifications, the 
annealing step was performed at 37° C., the temperature 
of Taq-catalyzed reactions had to be raised to about 70° 
C. before the enzyme exhibited significant activity. 
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During this transition from 37 to 70° C., poorly matched 
primer-template hybrids (which formed at 37° C.) disas- 
sociated so that by the time the reaction reached an 
enzyme-activating temperature, only highly comple- 
mentary substrate was available for extension. This 


5 


38 
centrations representing varying copies per cell, and 
amplification was carried out as described in this Exam- 
ple at annealing temperatures of 35° C. and 55° C., using 
the primers SK38 and SK39, which amplify a 115 bp 
region of the HIV sequence: 





specificity also results in a greater yield of target se- 
quence than similar amplifications done with Klenow 
fragment because the nonspecific extension products 
effectively compete for the polymerase thereby reduc- 
ing the amount of 110-mer that can be made by the 
Klenow fragment. 


EXAMPLE VII 


Amplification was carried out of a sample containing 
1 pg Molt 4 DNA, 50 mM KCI, 10 mM Tris pH 8.3, 10 
mM MgCl 0.01% gelatin, 1 uM of each of the follow- 
ing primers (to amplify a 150 bp region): 


5'-CATGCCTCTTTGCACCATTC-3'(RS79) and 
5'-TGGTAGCTGGATTGTAGCTG-3'(RS80) 


1.5 mM of each dNTP, and 5.0 units of Taq polymerase 


per 100 ul reaction volume. Three additional samples 
were prepared containing 2.5, 1.3, or 0.6 units of Taq 
polymerase. The amplification was carried out in the 
temperature cycling machine described above using the 
following cycle, for 30 cycles: 

from 70° to 98° C. for 1 minute 

hold at 98° C. for 1 minute 

from 98° C. to 35, 45 or 55° C. for 1 minute 

hold at 35, 45 or 55° C. for 1 minute 

from 35, 45 or 55° C. to 70° C. for 1 minute 

hold at 70° C. for 30 seconds 

At 35° C. annealing temperature, the 2.5 units/100 pl 
Taq enzyme dilution gave the best-signal-to noise ratio 
by agarose gel electrophoresis over all other Taq poly- 
merase concentrations. At 45° C., the 5 units/100 pl 
Taq enzyme gave the best signal-to-noise ratio over the 
other concentrations. At 55° C., the 5 units/100 ul Taq 
enzyme gave the best signal-to-noise ratio over the 
other concentrations and over the 45° C. annealing and 
improved yield. The Taq polymerase has more specific- 
ity and better yield at 55° C. 

In a separate experiment the Molt 4 DNA was 10-fold 
serially diluted into the cell line GM2064 DNA, con- 
taining no B- or -globin sequences, available from the 
Human Genetic Mutant Cell Depository, Camden, 
New Jersey, at various concentrations representing 
varying copies per cell, and amplification was carried 
out on these samples as described in this example at 
annealing temperatures of 35° C. and 55° C. At 35° C., 
the best that can be seen by agarose gel electrophoresis 
is 1 copy in 50 cells. At 55° C., the best that can be seen 
is 1/5,000 cells (a 100-fold improvement over the lower 
temperature), illustrating the importance of increased 
annealing temperature for Taq polymerase specificity 
under these conditions. 

In a third experiment, DNA from.a cell line 368H 
containing HIV-positive DNA, available from B. 
Poiesz, State University of New York, Syracuse, NY, 
was similarly diluted into the DNA from the SCI cell 
line (deposited with ATCC on Mar. 19, 1985; an EBV- 
transformed 8 cell line homozygous for the sickle cell 
allele and lacking any HIV sequences) at various con- 


5'-ATAATCCACCTATCCCAGTAGGAGAAAT-3'(SK38) and 


5'-TTTGGTCCTTGTCTTATGTCCAGAATGC-3'(SK39) 
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The results by agarose gel electrophoresis showed 
that only the undiluted 368H sample could be detected 
with the annealing temperature at 35° C., whereas at 
least a 10-2 dilution can be detected with the annealing 
temperature at 55° C., giving a 100-fold improvement in 
detection. 

In summary, the present invention is seen to provide 
a process for amplifying one or more specific nucleic 
acid sequences using a temperature-cycled chain reac- 
tion and a thermostable enzyme, in which reaction 
primer extension products are produced that can subse- 
quently act as templates for further primer extension 
reactions. The process is especially useful in detecting 
nucleic acid sequences that are initially present in only 
very small amounts and in detecting nucleotide varia- 
tions using sequence-specific oligonucleotides. Also, the 
amplification process herein can be used for molecular 
cloning. 

The process herein results in increased yields of am- 
plified product, greater specificity, and fewer steps 
necessary to carry out the amplification procedure, 
over what has been previously disclosed. 

Other modifications of the above-described embodi- 
ments of the invention that are obvious to those of skill 
in the area of molecular biology and related disciplines 
are intended to be within the scope of the following 
claims. 

What is claimed is: 

1. A process for amplifying at least one specific DNA 
sequence contained in a DNA or a mixture of nucleic 
acids, wherein if the DNA is double-stranded, it consists 
of two separated complementary strands of equal or 
unequal length, which process comprises: 

(a) contacting the DNA with four different nucleo- 
side triphosphates and two oligonucleotide prim- 
ers, for each different specific sequence being am- 
plified, wherein each primer is selected to be suffi- 
ciently complementary to different strands of each 
specific sequence to hybridize therewith, such that 
the extension product synthesized from one primer, 
when separated from its complement, can serve as 
a template for synthesis of the extension product of 
the other primer, at a temperature which promotes 
hybridization of each primer to its complementary 
strand; 

(b) contacting each strand, at the same time as or after 
step (a), with thermostable enzyme which cata- 
lyzes combination of the nucleoside triphosphates 
to form primer extension products complementary 
to each strand of DNA; 

(c) maintaining the mixture from step (b) at an effec- 
tive temperature for an effective time to promote 
the activity of the enzyme, and to synthesize, for 
each different sequence being amplified, an exten- 
sion product of each primer which is complemen- 
tary to each strand, but not so high as to separate 
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each extension product from its complementary 
strand; 

(d) heating the mixture from step (c) for an effective 
time and at an effective temperature to separate the 
primer extension products from the strands on 
which they were synthesized to produce single- 
stranded molecules, but not so high as to denature 
irreversibly the enzyme; l 

(e) cooling the mixture from step (d) to an effective 
temperature to promote hybridization of each 
primer to each of the single-stranded molecules 
produced in step (d); and 

(£) maintaining the mixture from step (e) at an effec- 
tive temperature for an effective time to promote 
the activity of the enzyme and to synthesize, for 
each different sequence being amplified, an exten- 
sion product of each primer which is complemen- 
tary to each strand produced in step (d), but not so 
high as to separate each extension product from its 
complementary strand, wherein steps (e) and (f) are 
conducted simultaneously or sequentially. 

2. The process of claim 1, wherein one specific DNA 
acid sequence is amplified and two primers are em- 
ployed. 

3. The process of claim 1, wherein after steps (d)-(£) 
are repeated at least once, a second set of two primers is 
added, wherein the primers added are sufficiently com- 
plementary to different strands at internal sequences of 
the amplified sequence to hybridize therewith, such that 
the extension product synthesized from one primer, 
when separated from its complement, can serve as a 
template for synthesis of the extension product of the 
other primer. 

4. The process of claim 1, wherein steps (d), (e) and 
(f) are repeated at least five times. 

5. The process of claim 4, wherein aid thermostable 
enzyme is a polymerase from Thermus aquaticus. 

6. The process of claim 3 wherein in step (a) the 
triphosphates and primer(s) are contained in a buffer 
comprising 1.5-2 mM of a magnesium salt, 150-200 uM 
each of the triphosphates, and 1 uM 58° C., and step (d) 
is carried out at about 90-100° C. 

7. The process of claim 1, wherein said primers are 
oligodeoxyribonucleotides. 

8. The process of claim 1, wherein said DNA is 
cDNA. 

9. The process of claim 1, wherein the heating and 
cooling steps (d)-(f) are automated by a machine which 
controls temperature levels, transitions from one tem- 
perature to another, and the timing of temperature lev- 
els. 

10. The process of claim 1, wherein each primer is 
present in a molar ratio of at least 1000:1 primer:comple- 
mentary strand. 

11. The process of claim 1, wherein at least one 
primer contains at least one nucleotide which is not 
complementary to the specific sequence to be amplified. 

12. The process of claim 11, wherein said primer that 
contains at least one nucleotide which is not comple- 
mentary to the specific sequence to be amplified en- 
codes a promoter. 

13. The process of claim 1, wherein steps (e) and (f) 
are carried out sequentially, steps (c) and (f) take place 
at 40-80° C., step (d) takes place at 90-105° C., and step 
(e) takes place at 35-65° C. 

14. The process of claim 1 wherein steps (e) and (f) 
are carried out sequentially, steps (c) and (f) take place 
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at 50-75° C., step (d) takes place at 90-100° C., and step 
(e) takes place at 37° C.-60° C. 

15. The process of claim 1 wherein steps (e) and (f) 
are carried out simultaneously at about 45-70° C. 

16. The process of claim 1, wherein said specific 
DNA sequence is contained in a mixture of nucleic 
acids. 

17. The process of claim 16, wherein said specific 
DNA sequence is contained in a larger sequence. 

18. The process of claim 1, wherein said specific 
DNA sequence is contained in a larger sequence. 

19. A process for detecting the presence of a specific 
DNA sequence in a sample, said process comprising: 

(a) amplifying said sequence by the process of claim 
1; and 

(b) determining if amplification has occurred. 

20. A process for amplifying at least one specific 
DNA sequenc contained in a DNA or a mixture of 
nucleic acids, wherein the DNA consists of two com- 
plementary strands of equal or unequal length, which 
process comprises: 

(a) heating the DNA in the presence of four different 
nucleoside triphosphates and two oligonucleotide 
primers, for each different specific sequencing 
being amplified, for an effective time and at an 
effective temperature to denature each nucleic 
acid, wherein each primer is selected to be suffi- 
ciently complementary to different strands of each 
specific sequence to hybridize therewith, such that 
the extension product synthesized from one primer, 
when separated from its complement, can serve as 
a template for synthesis of the extension product of 
the other primer; 

(b). cooling the denatured DNA to temperature 
which promotes hybridization of each primer to its 
complementary strand; 

(c) contacting the denatured DNA, at the same time 
as or after step (a) or (b), with a thermostable en- 
zyme which enables combination of the nucleoside 
triphosphates to form primer extension products 
complementary to each strand of DNA; , 

(d) maintaining the mixture from step (c) at an effec- 
tive temperature for an effective time to promote 
the activity of the thermostable enzyme, and to 
synthesize, for each different sequence being ampli- 
fied, an extension product of each primer which si 
complementary to each strand, but not so high as to 
separate each extension product from its comple- 
mentary strand; 

(e) heating the mixture from step (d) for an effective 
time and at an effective temperature to separate the 
primer extension products from the strands on 
which they were synthesized to produce single- 
stranded molecules, but not so high as to denature 
irreversibly the enzyme; 

(f) cooling the mixture from step (e) for an effective 
time and to an effective temperature to promote 
hybridization of the primer to its complementary 
single-stranded molecule produced in step (e); and 

(g) maintaining the mixture from step (f) at an effec- 
tive temperature for an effective time to promote 
the activity of the enzyme, and to synthesize, for 
each different sequence being amplified, an exten- 
sion product of each primer which is complemen- 
tary to each strand produced in step (f), but not so 
high as to separate each extension product form its 
complementary strand, wherein steps (f) and (g) 
are carried out simultaneously or sequentially. 
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21. The process of claim 20, wherein said specific 
DNA sequence is contained in a mixture of nucleic 


acids. 


22. The process of claim 21, wherein said specific 
DNA sequence is contained in a 5 
23. The process of claim 20, wherein said specific 
DNA sequence is contained in a larger sequence. 
24. A process for detecting the presence of a specific 
DNA sequence in a sample, said process comprising: 
(a) amplifying said sequence by the process of claim 
20, and 
(b) determining if amplification has occurred. 
25. A process for detecting the presence or absence of 
at least one specific DNA sequence in a sample contain- 
ing a DNA or mixture of nucleic acids, or distinguishing 
between two different DNA sequences in said sample, 
wherein the sample is suspected of containing said se- 
quence or sequences, and wherein if the nucleic acid(s) 
are double-stranded, they each consist of two separated 
complementary strands of equal or unequal length, 


15 


which process comprises: 


(a) contacting the sample with four different nucleo- 
side triphosphates and two oligonucleotide prim- 
ers, for each different specific sequence being de- 
tected, wherein each primer is selected to be suffi- 
ciently complementary to different strands of each 
specific sequence to hybridize therewith, such that 
the extension product synthesized from one primer, 
when separated from its complement, can serve as 
a template for synthesis of the extension product of 
the other primer, at a temperature which promotes 
hybridization of each primer to its complementary 
strand; 

(b) contacting the sample, at the same time as or after 
step (a), with a thermostable enzyme which cata- 
lyzes combination of the nucleoside triphosphates 
to form primer extension products complementary 
to each strand of DNA; 

(c) maintaining the mixture from step (b) at an effec- 
tive temperature for an effective time to promote 
the activity of the enzyme, and to synthesize, for 
each different sequence being detected, an exten- 
sion product of each primer which is complemen- 
tary to each strand, but not so high as to separate 
each extension product from its complementary 
strand; 

(d) heating the mixture from step (c) for an effective 
time and at an effective temperature to separate the 
primer extension products from the strands on 
which they were synthesized to produce single- 
stranded molecules, but not so high as to denature 
irreversibly the thermostable enzyme; 

(e) cooling the mixture from step (d) for an effective 
time and to an effective temperature to promote 55 
hybridization of each primer to its complementary 
single-stranded molecule produced in step (d); 

(f) maintaining the mixture from step (e) at an effec- 
tive temperature for an effective time to promote 
the activity of the enzyme and to synthesize, for 
each different sequence being detected, but not so 
high as to separate each extension product from its 
complementary strand, resulting in amplification in 
quantity of the specific nucleic acid sequence or 
sequences if present, wherein steps (e) and (f) are 
carried out simultaneously or sequentially; 

(g) adding to the product of step (f) a labeled oligonu- 
cleotide probe for each sequence being detected 
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capable of hybridizing to said sequence or to a 
mutation thereof; and 

(h) determining whether said hybridization has oc- 

curred. 

26. A process for detecting the presence or absence of 
at least one specific DNA sequence in a sample contain- 
ing DNA or mixture of nucleic acids, or distinguishing 
between two different DNA sequences in said sample, 


- where the sample is suspected of containing said se- 


quence or sequences and the DNA is double-stranded, 
which process comprises: 

(a) heating the sample in the presence of four differ- 
ent nucleoside triphosphates and two oligonucleo- 
tide primers, for each different specific sequence 
being detected, for an effective time and at an ef- 
fective temperature to denature the DNA in the 
sample, wherein each primer is selected to be suffi- 
ciently complementary to different strands of each 
specific sequence to hybridize therewith, such that 
the extension product synthesized from one primer, 
when separated from its complement, can serve as 
a template for synthesis of the extension product of 
the other primer, 

(b) cooling the denatured DNA to a temperature 
promotes hybridization of each primer to its com- 
plementary strand; 

(c) contacting the natured DNA, at the same time as 
or after step (a) or (b), with a thermostable enzyme 
which catalyzes combination of the nucleoside 
triphosphates to form primer extension products 
complementary to each strand of DNA; 

(d) maintaining the mixture from step (c) at an effec- 
tive temperature for an effective time to promote 
the activity of the enzyme and to synthesize, for 
each different sequence being detected, an exten- 
sion product of each primer which is complemen- 
tary to each strand, but not so high as to separate 
each extension product from its complementary 
strand; 

(e) heating the mixture from step (d) for an effective 
time and at an effective temperature to separate the 
primer extension products from the strands on 
which they were synthesized to produce single- 
stranded molecules, but not so high as to denature 
irreversibly the enzyme; 

(£ cooling the mixture from step (e) for an effective 
time and to an effective temperature to promote 
hybridization of each primer to its complementary 
single-stranded molecule produced from step (e); 

(g) maintaining the mixture from step (f) at an effec- 
tive temperature for an effective time to promote 
the activity of the enzyme and to synthesize, for 
each different sequence being detected, an exten- 
sion product of each primer which is complemen- 
tary to each strand, but not so high as to separate 
each extension product from its complementary 
strand, resulting in amplification in quantity of the 
specific nucleic acid sequence or sequences if pres- 
ent, wherein steps (f) and (g) are carried out simul- 
taneously or sequentially; 

(h) adding to the product of step (g) a labeled oligo- 
nucleotide probe for each sequence being detected 
capable of hybridizing to said sequence or to a 
mutuation thereof; and 

G) determining whether said hybridizing has oc- 
curred. determining whether said hybridization has 
occurred. 
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27. The process of claim 26, wherein one specific 
DNA sequence is being detected and two primers are 
employed, and before step (a) the DNA is extracted 
from the sample. 

28. The process of claim 26, wherein steps (d), (e) and 
(f) are repeated at least 20 times. 

29. The process of claim 26, wherein said thermosta- 
ble enzyme is a polymerase from Thermus aquaticus. 

30. The process of claim 26, wherein said primers are 
oligodeoxyribonucleotides. 

31. The process of claim 26, wherein said DNA is 
cDNA. 

32. The process of claim 26, wherein the heating and 
cooling steps (e)-(g) are automated by a machine which 
controls temperature levels, transitions from one tem- 
perature to another, and the timing of temperature lev- 
els. 

33. The process of claim 26, wherein the specific 
DNA sequence to be detected can cause a genetic, 
infectious or cancerous disease. 

34. The process of claim 33, wherein the genetic 
disease is sickle cell anemia or hemoglobin C disease. 

35. The process of claim 34, wherein after step (g) and 
before step (h) the sample is cut with a restriction en- 
zyme and electrophoresed, and step (i) is accomplished 
by Southern blot analysis. 

36. A process for cloning into a cloning vector one or 
more specific DNA sequences contained ina DNA ora 
mixture of nucleic acids, which DNA when double- 
stranded consists of two separated complementary 
strands, and which DNA is amplified in quantity before 
cloning, which process comprises: 

(a) contacting each DNA with four different nucleo- 

side triphosphates and two oligonucleotide prim- 
ers, for each different specific sequence being am- 


10 


15 


20 


25 


35 


plified, wherein each primer is selected to be suffi- | 


ciently complementary to different strands of each 
specific sequence to hybridize therewith, such that 
the extension product synthesized from one primer, 
when separated from its complement, can serve as 
a template for synthesis of the extension product of 
the other primer, and wherein each sequence being 
amplified or each primer contains a restriction site, 
at a temperature which promotes hybridization of 
each primer to its complementary strand; 

(b) contacting each strand, at the same time as or after 
step (a) or (b), with a thermostable enzyme which 
catalyzes combination of the nucleoside triphos- 
phates to form primer extension products comple- 
mentary to each strand of DNA; 

(c) maintaining the mixture from step (b) at an effec- 
tive temperature for an effective time to promote 
the activity of the enzyme and to synthesize, for 
each different sequence being amplified, an exten- 
sion product of each primer which is complemen- 
tary to each strand, but not so high as to separate 
each extension product from its complementary 
strand; 

(d) heating the mixture from step (c) for an effective 
time and at an effective temperature to separate the 
primer extension products from the strands on 
which they were synthesized, to produce single- 
stranded molecules, but not so high as to denature 
irreversibly the enzyme; 

(e) cooling the mixture from step (d) for an effective 
time and to an effective temperature to promote 
hybridization of each primer to its complementary 
single-stranded molecule produced in step (d); 
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(£ maintaining the mixture from step (e) at an effec- 


tive temperature for an effective time to promote 
the activity of the enzyme and to synthesize, for 
each different sequence being amplified, an exten- 
sion product of each primer which is complemen- 
tary to each strand produced in step (d), but not so 
high as to separate each extension product from its 
complementary strand, steps (d), (e) and (f) being 
repeated a sufficient number of times to result in 
detectable amplification of the DNA containing 
the sequence(s), wherein steps (e) and (f) are car- 
ried simultaneously or sequentially; 


(g) adding to the product of step (f) a restriction 


enzyme for each of said restriction sites to obtain 
cleaved products in a restriction digest; and 

(h) ligating the cleaved product(s) of step (g) contain- 
ing the specific sequence(s) to be cloned into one or 
more cloning vectors. 

37. A process for cloning into a vector at least one 


specific DNA sequence contained in a DNA or a mix- 
ture of nucleic acids, wherein the DNA consists of two 
complementary strands of equal or unequal length, and 
wherein the DNA is amplified in quantity before clon- 
ing, which process comprises: 


(a) heating the DNA in the presence of four different 
nucleoside triphosphates and two oligonucleotide 
primers, for each different specific sequence being 
amplified, for an effective time and at an effective 
temperature to denature the DNA, wherein each 
primer is selected to be sufficiently complementary 
to different strands of each specific sequence to 
hybridize therewith, such that the extension prod- 
uct synthesized from one primer, when separated 
from its complement, can serve as a template for 
synthesis of the extension product of the other 
primer, and wherein each sequence being amplified 
or each primer contains a restriction site; 

cooling the denatured DNA to a temperature effec- 
tive to promote hybridization between each primer 
and its complementary strand; 

(c) contacting the denatured DNA, at the same time 
as or after step (a) or (b), with a thermostable en- 
zyme which catalyzes combination of the nucleo- 
side triphosphates to form primer extension prod- 
ucts complementary to each strand of DNA; 

(d) maintaining the mixture from step (c) at an effec- 
tive temperature for an effective time to promote 
the activity of the enzyme and to synthesize, for 
each different sequence being amplified, an exten- 
sion product of each primer which is complemen- 
tary to each strand, but not so high as to separate 
each extension product from its complementary 
strand; 

(e) heating the mixture from step (d) for an effective 
time and at an effective temperature to separate the 
primer extension products from the strands on 
which they were synthesized, to produce single- 
stranded molecules, but not so high as to denature 
irreversibly the enzyme; 

(£) cooling the mixture from step (e) for an effective 
time and to an effective temperature to promote 
hybridization of each primer to its complementary 
single-stranded molecule produced in step (e); 

(g) maintaining the mixture from step (f) at an effec- 
tive temperature for an effective time to promote 
the activity of the enzyme and to synthesize, for 
each different sequence being amplified, an exten- 
sion product of each primer which is complemen- 
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tary to each strand produced in step (e), but not so 
high as to separate each extension product from its 
complementary strand, steps (e), (£), and (g) being 
repeated a sufficient number of times to result in 
detectable amplification of the DNA containing 
the sequences(s), wherein steps (f) and (g) are car- 
ried out simultaneously or sequentially; 

(h) adding to the product of step (g) a restriction 
enzyme for each of said restriction sites to obtain 
cleaved products in a restriction digest; and 

(G) ligating the cleaved product(s) of step (h) contain- 
ing the specific sequence(s) to be cloned into one or 
more cloning vectors containing a selectable 
marker. 

38. The process of clam 37, wherein steps (e)-(g) are 

repeated at least five times. 

39. The process of claim 37, further comprising the 
step of passing the restriction digest of step (h) through 
a desalting column or membrane before step (i). ~ 

40. The process of claim 37, further comprising, after 
step (i), sequencing the cleaved product ligated into the 
vector. 

41. The process of claim 37, wherein said specific 
DNA sequence encodes a protein and wherein said 
method further comprises, after step (i), expressing the 
protein encoded by the specific nucleic acid sequence. 

42. The process of claim 37, wherein one specific 
sequence is being amplified, the restriction sites are 
different on each primer, and the product of step (h) is 
ligated into one cloning vector with a specific orienta- 
tion. 

43. The process of claim 42, wherein the specific 
DNA sequence amplified is or is contained within the 
B-globin gene or the N-RAS oncogene. 

44. The process of claim 37, wherein the thermostable 
enzyme is a polymerase from Thermus aquaticus. 

45. The process of claim 37, wherein the heating and 
cooling steps (e)-(g) are automated by a machine which 
controls temperature levels, transitions from one tem- 
perature to another, and the timing of the temperature 
levels. 

46. The process of claim 36, wherein each primer 
contains a restriction site which is the same as or differ- 
ent from the restriction site(s) on the other primer(s). 

47. The process of clam 46, wherein the restriction 
sites are on the 5’ end of the primers. 

48. A process for cloning into a cloning vector one or 
more specific DNA sequences contained in a DNA or 
mixture of nucleic acids, which DNA when double- 
stranded consists of two separated complementary 
strands of equal to unequal length and which DNA is 
amplified in quantity before cloning which process 
comprises: 

(a) contacting each DNA with four different nucleo- 
side triphosphates and two oligonucleotide prim- 
ers, for each different specific sequence being am- 
plified, wherein each primer is selected to suffi- 
ciently complementary to different strands of each 
specific sequence to hybridize therewith, such that 
the extension product synthesized from one primer, 
when separatd from its complement, can serev as a 
template for synthesis of teh extension product of 
teh other primer, at a temperature which promotes 
hybridization of each primer to its complementary 
strand; 

(b) contacting each strand, at the same time as or after 
step (a) or (b), with a thermostable enzyme which 
catalyzes combination of the nucleoside triphos- 
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phates to form primer extension products comple- 
mentary to each strand of DNA; 

(c) maintaining the mixture from step (b) at an effec- 
tive temperature for an effective time to promote 
the activity of the enzyme and to synthesize, for 
each different sequence being amplified, an exten- 
sion product of each primer which is complemen- 
tary to each strand, but not so high as to separate 
each extension product from its complementary 
strand; 

(d) heating the mixture from step (c) for an effective 
time and at an effective temperature to separate the 
primer extension products from the strands on 
which they were synthesized to produce single- 
stranded molecules, but not so high as to denature 
irreversibly the enzyme; 

(e) cooling the mixture from step (d) for an effective 
time and to an effective temperature to promote 
hybridization of each primer to its complementary 
single-stranded molecule produced in step (d); 

(f) maintaining the mixture from step (e) at an effec- 
tive temperature for an effective time to promote 
the activity of the enzyme and to synthesize, for 
each different sequence being amplified, an exten- 
sion product of each primer which is complemen- 
tary to each strand produced in step (d), but not so 
high as to separate each extension product from its 
complementary strand, steps (d), (e) and (f) being 
repeated a sufficient number of times to result in 
effective amplification of the DNA containing the 
sequence(s) for blunt-end ligation into one or more 
cloning vectors, wherein steps (e) and (f) are con- 
ducted simultaneously or sequentially; and 

(g) ligating the amplified specific sequence(s) to be 
cloned obtained from step (f) into one or more of 
said cloning vectors in the presence of a ligase, said 
amplified sequence(s) and vector(s) being present 
in sufficient amounts to effect the ligation. 

49. A process for cloning into a cloning vector at least 
one specific DNA sequence contained in a DNA or 
mixture of nucleic acids, which DNA consists of two 
complementary strands of equal to unequal length and 
which DNA is amplified in quantity before cloning, 
which process comprises: 

(a) heating the DNA in the presence of four different 
nucleoside triphophates and two oligonucleotide 
primers, for each different specific sequencing 
being amplified, for an effective time and at an 
effective temperature to denature the DNA, 
wherein each primer is selected be sufficiently 
complementary to different strands of each specific 
sequence to hybridize therewith, such that the 
extension product synthesized from one primer, 
when separated from its complement, can serve as 
a template for synthesis of the extension product of 
the other primer; 

(b) cooling the denatured DNA to a temperature 
effective to promote hybridization between each 
primer and its complementary strand; 

(c) contacting the denatured DNA, at the same time 
as or after step (a) or (b), with a thermostable en- 
zyme which catalyzes combination of the nucleo- 
side triphosphates to form primer extension prod- 
ucts complementary to each strand of DNA; 

(d) maintaining the mixture from step (c) at an effec- 
tive temperature for an effective time to promote 
the activity of the enzyme and to synthesize, for 
each different sequence being amplified, an exten- 
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sion product of each primer which is complemen- 
tary to each strand, but not so high as to separate 
each extension product from its complementary 
strand; 
(e) heating the mixture from step (d) for an effective 
time and at an effective temperature to separate the 


primer extension products from the strands on. 


which they were synthesized, to produce single- 
stranded molecules, but not so high as to denature 
irreversibly the enzyme; 

(f) cooling the mixture from step (e) for an effective 
time and to an effective temperature to promote 
hybridization of each primer to its complementary 
single-stranded molecule produced in step (e); 


48 

sion product of each primer which is complemen- 
tary to each strand produced in step (e), but not so 
high as to separate each extension product from its 
complementary strand, steps (e), (f) and (g) being 
repeated a sufficient number of times to result in 
effective amplification of the DNA containing 
each sequence for bluntend ligation into one or 
more cloning vectors, wherein steps (f) and (g) are 
conducted simultaneously or sequentially; and 


(h) ligating the amplified specific sequence(s) to be 


cloned obtained from step (g) into one or more of 
said cloning vectors in the presence of a ligase, said 
amplified sequence(s) and vector(s) being present 
in sufficient to effect the ligation. 


(g) maintaining the mixture from step (f) at an effec- 15 50. The process of claim 49, wherein one DNA se- 
tive temperature for an effective time to promote quence is cloned into one vector and two primers are 
the activity of the enzyme and to synthesize, for employed. 


each different sequence being amplified, an exten- 
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